
12 R I AS I K RKCKPTORS AND GKNES KNCODING SAME 

Cross Reference to Related Applications 

This application claims priority to U.S. Serial No. 60 195,532. tiled April 7, 
5 2000, and U.S. Serial No. 60 247,014, filed November 13, 2000, both of which are 
herein incorporated by reference in their entireties. 

Field of the Inv ention 

The invention relates to newly identified mammalian chemosensory G Protein- 

10 Coupled Receptors, to a family of such receptors, and to the genes and cDNA 
encoding said receptors. More particularly, the invention relates to newly identified 
mammalian chemosensory G Protein-Coupled Receptors active in taste signaling, to a 
family of such receptors, to the genes and cDNA encoding said receptors, and to 
methods of using such receptors, genes, and cDNA in the analysis and discovery of 

1 5 taste modulators. 

Description of the Related Art 

The taste system provides sensory information about the chemical composition 

of the external world. Taste transduction is one of the most sophisticated forms of 
20 chemical-triggered sensation in animals, and is found throughout the animal kingdom, 

from simple metazoans to the most complex of vertebrates. Mammals are believed to 

have five basic taste modalities: sweet, bitter, sour, salty, and umami (the taste of 

monosodiuin glutamate). 

Each taste modality is believed to be mediated by distinct transduction 
25 pathways. These pathways are believed to be mediated by receptors, e.g., 

mctabotropic or ionotropic receptors, expressed in subsets of taste receptor cells. For 

instance, some tastes are believed to be mediated by G Protein-Coupled Receptors. 

while other tastes are believed to be mediated by channel proteins (see, e.g.. 

Kawamura et ai. Introduction to L'nianu: A Basic Taste (19S 7 ); Kinnamon et ah, 
30 Ann. Rev. Physiol., 54:715-31 (1992); Lmdemann, Physiol. Rev., 76:718-66 (1996); 

Stewart et ai. Am. J. Physiol., 2"2:1-2(M 199")). 
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In mammals, taste receptor cells are assembled into taste buds that are 
distributed into different papillae in the tongue epithelium. Cireunn allate papillae, 
found at the very back of the tongue, contain hundreds to thousands of taste buds. By 
contrast, foliate papdlae, localized to the posterior lateral edge of the tongue, contain 
5 dozens to hundreds of taste buds. Further, fungiform papillae, located at the front of 
the tongue, contain only a small number of taste buds. 

Each taste bud, depending on the species, contains 50-150 cells, including 
precursor cells, support cells, and taste receptor cells. See, e.g., Lindemann, Physiol. 
Rev., 76:718-66 (1996). Receptor cells are innervated at their base by afferent nerve 

10 endings that transmit information to the taste centers of the cortex through synapses in 
the brain stem and thalamus. Elucidating the mechanisms of taste cell signaling and 
information processing is important to understanding the function, regulation, and 
perception of the sense of taste. 

Numerous physiological studies in animals have show n that taste receptor cells 

15 may selectively respond to different chemical stimuli (see, e.g.. Akabas et al.„ Science, 
242:1047-50 (19SS); Gilbertson et al.,J. Gen. Physiol., 100:803-24 (1992); Bernhardt 
et ai, J. Physiol., 490:325-36 (1996); Cummings et al. J. Xeurophysiol., 75:1256-63 
(1996)). More particularly, cells that express taste receptors, when exposed to certain 
chemical stimuli, elicit taste sensation by depolarizing to generate an action potential. 

20 The action potential is believed to trigger the release of neurotransmitters at gustatory 
afferent neuron synapses, thereby initiating signaling along neuronal pathways that 
mediate taste perception (see, e.g.. Roper, Ann. Rev. Neurosci., 12:329-53 (1989)). 
Nonetheless, at present, the means by which taste sensations are elicited remains 
poorly understood (see. e.g.. Margolskce, BioEssays, 15:645-50 (1993); Avenet et ai, 

25 J. Membrane Biol., I 12:1-8 (1989)). 

As described above, taste receptors specifically recognize molecules that elicit 
specific taste sensation. These molecules are also referred to herein as "tastants." 
Many taste receptors belong to the ^-transmembrane receptor superfamily (Hoon et 
<//.. Cell 96:451 (1999); Adler et ai, CelL 100:693 (2000)), which are also known as 

30 G Protein-Coupled Receptors (GPCRs). G Protein-Coupled Receptors control many 
physiological functions, such as endocrine function, exocrine function, heart rate, 
lipolysis. and carbohydrate metabolism. The biochemical analysis and molecular 



• # 

cloning of a number of such receptors has rev ealed many basic principles regarding 
the function of these receptors. 

For example, U. S. Patent No. 5.691,1 SS describes how upon a ligand binding 
to a GPCR, the receptor presumably undergoes a conformational change leading to 
5 activation of the G Protein. G Proteins are comprised of three subunits: a guanyl 
nucleotide binding u subunit, a p subunit, and a y subunit. G Proteins cycle between 
two forms, depending on whether GDP or GTP is bound to the a subunit. When GDP 
is bound, the G Protein exists as a hetcrotrimer: the GaPy complex. When GTP is 
bound, the u subunit dissociates from the heterotrimcr, leaving a GPy complex. When 

10 a Gapy complex operatively associates with an activated G Protein-Coupled Receptor 
in a cell membrane, the rate of exchange of GTP for bound GDP is increased and the 
rate of dissociation of the bound Get subunit from the Ga[Y/ complex increases. The 
free Ga subunit and GPy complex are thus capable of transmitting a signal to 
downstream elements of a variety of signal transduction pathways. These events form 

15 the basis for a multiplicity of different cell signaling phenomena, including for 
example the signaling ph enomena that are identified as neurolomcal sensory 
perceptions such as taste and/or smell. 

Complete or partial sequences of numerous human and other eukaryotic 
chemosensory receptors are currently known (see, e.g.. Pilpel, Y. et ai* Protein 

20 Science, 8:969-77 (1999); Mombaerts, P., Anna. Rev. NeuroscL, 22:487-50 (1999); 
EP0S67508A2; US 5S74243; WO 92/17585; W t O 95/18140; WO 97 17444; WO 
99/67282). Although much is known about the psychophysics and physiology of taste 
cell function, very little is known about the molecules and pathways that mediate its 
sensory signaling response. The identification and isolation of novel taste receptors 

25 and taste signaling molecules could allow for new methods of chemical and genetic 
modulation of taste transduction pathways. For example, the availability of receptor 
and channel molecules could permit screening for high affinity agonists, antagonists, 
inverse agonists, and modulators of taste activity. Such taste modulating compounds 
could be useful in the pharmaceutical and food industries to improve the taste of a 

30 variety of consumer products, or to block undesirable tastes, e.g. bitter tastes, in 
certain products. 




Summary of the Invention 

In part, the present invention addresses the need for better understanding of the 
interactions between chemosensory receptors and chemical stimuli. Thus, the present 
invention provides, among other things, novel taste receptors, and methods for 
5 utilizing such receptors, and the genes and cDNAs encoding such receptors, to 
identify molecules that can be used to modulate taste transduction. 

More particularly, the invention relates to a recently discovered family of G 
Protein-Coupled Receptors, and to the genes and cDNAs encoding said receptors. 
The receptors are thought to be primarily involved in bitter taste transduction, but can 
10 be involved in transducing signals from other taste modalities as well. 

The invention provides methods for representing the perception of taste and/or 
for predicting the perception of taste in a mammal, including in a human. Preferably, 
such methods may be performed by using the receptors and genes encoding said 
receptors disclosed herein. 
15 Toward that end, it is an object of the invention to provide a new family of 

mammalian G Protein-Coupled Receptors, herein referred to as T2Rs, active in taste 
perception. It is another object of the invention to provide fragments and variants of 
such T2Rs that retain tastant-binding activity. 

It is yet another object of the invention to provide nucleic acid sequences or 
20 molecules that encode such T2Rs, fragments, or variants thereof. 

It is still another object of the invention to provide expression vectors which 
include nucleic acid sequences that encode such T2Rs, or fragments or variants 
thereof, which are operably linked to at least one regulatory sequence such as a 
promoter, enhancer, or other sequence involved in positive or negative gene 
25 transcription and 'or translation. 

It is still another object of the invention to provide human or non-human cells 
that functionally express at least one of such T2Rs. or fragments or variants thereof. 

It is still another object of the invention to provide T2R fusion proteins or 
pohpeptides that include at least a fragment of at least one of such T2Rs. 
30 It is another object of the invention to provide an isolated nucleic acid 

molecule encoding a T2R polypeptide comprising a nucleic acid sequence that is at 
least 50%. preferably 75%, 85%, 90%, 95%, 96%, 97%, 9S%, or 99% identical to a 
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nucleic acid sequence selected from the group consisting of: SEQ ID NOS: L 3. 5, 7, 
9, IK 13, 15, 17, 19, and 23, and conservatively modi tied variants thereof. 

It is a further object of the invention to provide an isolated nucleic acid 
molecule comprising a nucleic acid sequence that encodes a polypeptide having an 
5 amino acid sequence at least 35 to 50%, and preferably 60%, 75%, 85%, 90%, 95%, 
96%, 97%, 9S%. or 99% identical to an amino acid sequence selected from the group 
consisting of: SEQ ID XOS: 2, 4, 6, 8, 10, 12, 14, 16, 18, 20, and 24, and 
conservatively modified variants thereof, wherein the fragment is at least 20, 
preferably 40, 60, 80, 100, 150, 200, or 250 amino acids in length. Optionally, the 
1 0 fragment can be an antigenic fragment that binds to an anti-T2R antibody. 

It is still a further object of the invention to provide an isolated polypeptide 
comprising a variant of said fragment, wherein there is a variation in at most 10, 
preferably 5, 4, 3, 2, or 1 amino acid residues. 

It is still another object of the invention to provide agonists or antagonists of 
1 5 such T2Rs, or fragments or variants thereof. 

It is yet another object of the invention to provide methods for representing the 
perception of taste and or for predicting the perception of taste in a mammal, 
including in a human. Preferably, such methods may be performed by using the T2Rs, 
or fragments or variants thereof, and genes encoding such T2Rs, or fragments or 
20 variants thereof, disclosed herein. 

It is yet another object of the invention to provide novel molecules or 
combinations of molecules that elicit a predetermined taste perception in a mammal. 
Such molecules or compositions can be generated by determining a value of taste 
perception in a mammal for a known molecule or combinations of molecules; 
25 determining a value of taste perception in a mammal for one or more unknown 
molecules or combinations of molecules; comparing the value of taste perception in a 
mammal for one or more unknow n compositions to the value of taste perception in a 
mammal for one or more known compositions; selecting a molecule or combination of 
molecules that elicits a predetermined taste perception in a mammal; and combining 
30 two or more unknown molecules or combinations of molecules to form a molecule or 
combination of molecules that elicits a predetermined taste perception in a mammal. 




The combining step yields a single molecule or a combination of molecules that elicits 

a predetermined taste perception in a mammal. 

It is still a further object of the invention to provide a method of screening one 

or more compounds for the presence of a taste detectable by a mammal, comprising: a 
5 step of contacting said one or more compounds with at least one of the disclosed 

T2Rs, fragments or variants thereof, preferably wherein the mammal is a human. 

It is another object of the invention to provided a method for simulating a 

taste, comprising the steps of: for each of a plurality of T2Rs, or fragments of variants 

thereof disclosed herein, preferably human T2Rs, ascertaining the extent to which the 
10 T2R interacts with the tastant; and combining a plurality of compounds, each having a 

previously ascertained interaction with one or more of the T2Rs, in amounts that 

together provide a receptor-stimulation profile that mimics the profile for the taste. 

Interaction of a tastant with a T2R can be determined using any of the binding or 

reporter assays described herein. The plurality of compounds may then be combined 
15 to form a mixture. If desired, one or more of the plurality of the compounds can be 

combined covalently. The combined compounds substantially stimulate at least 50%, 

60%, 70%, 75%, 80% or 90% or all of the receptors that are substantially stimulated 

by the tastant. 

In yet another aspect of the invention, a method is provided \\ herein a plurality 
20 of standard compounds are tested against a plurality of T2Rs, or fragments or variants 
thereof, to ascertain the extent to which the T2Rs each interact with each standard 
compound, thereby generating a receptor stimulation profile for each standard 
compound. These receptor stimulation profiles may then be stored in a relational 
database on a data storage medium. The method may further comprise providing a 
25 desired receptor-stimulation profile for a taste; comparing the desired receptor 
stimulation profile to the relational database; and ascertaining one or more 
combinations of standard compounds that most closely match the desired receptor- 
stimulation profile. The method may further comprise combining standard 
compounds in one or more of the ascertained combinations to simulate the taste. 
30 It is a further object of the invention to provide a method for representing taste 

perception of a particular substance in a mammal, comprising the steps of: providing 
values X; to X r> representative of the quantitative stimulation of each of// T2Rs of said 
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vertebrate, where // is greater than or equal to 4, n is greater than or equal to 12; n is 
greater than or equal to 24. or /; is greater than or equal to 40; and generating from 
said values a quantitative representation of taste perception. The T2Rs may be a taste 
receptor disclosed herein, or fragments or variants thereof, the representation may 
5 constitute a point or a volume in //-dimensional space, may constitute a graph or a 
spectrum, or may constitute a matrix of quantitative representations. Also, the 
providing step may comprise contacting a plurality of recombinantly produced T2Rs, 
or fragments or variants thereof, with a test composition and quantitatively measuring 
the interaction of said composition with said receptors. 

10 It is a related object of the invention to provide a method for predicting the 

taste perception in a mammal generated by one or more molecules or combinations of 
molecules yielding unknown taste perception in a mammal, comprising the steps of: 
providing values X\ to X M representative of the quantitative stimulation of each of// 
T2Rs of said vertebrate, where n is greater than or equal to 4 n is greater than or equal 

15 to 12; // is greater than or equal to 24, or // is greater than or equal to 40; for one or 
more molecules or combinations of molecules yielding known taste perception in a 
mammal; and generating from said values a quantitative representation of taste 
perception in a mammal for the one or more molecules or combinations of molecules 
yielding known taste perception in a mammal, providing values Xi to X n 

20 representative of the quantitative stimulation of each of n T2Rs of said vertebrate, 
where n is greater than or equal to 4, n is greater than or equal to 12; n is greater than 
or equal to 24, or is greater than or equal to 40; for one or more molecules or 
combinations of molecules yielding unknown taste perception in a mammal; and 
generating from said values a quantitative representation of taste perception in a 

25 mammal for the one or more molecules or combinations of molecules yielding 
unknown taste perception in a mammal, and predicting the taste perception in a 
mammal generated by one or more molecules or combinations of molecules yielding 
unknown taste perception in a mammal by comparing the quantitative representation 
of taste perception in a mammal for the one or more molecules or combinations of 

30 molecules yielding unknown taste perception in a mammal to the quantitative 
representation of taste perception in a mammal for the one or more molecules or 
combinations of molecules yielding know n taste perception in a mammal. The T2Rs 




used in this method may include a taste receptor, or fragment or variant thereof, 
disclosed herein. 

Detailed Description of the Invention 
5 The invention thus provides isolated nucleic acid molecules encoding taste- 

cell-specific G Protein-Coupled Receptors ("GPCRs"). and the polypeptides they 
encode. These nucleic acid molecules and the polypeptides that they encode are 
members of the T2R family of taste-cell-specific GPCRs. More particularly, the 
recent identification of the T2R gene family, which encodes candidate bitter taste 

10 receptors, database accession numbers AF227129-AF227149 and AF240765- 
AF24076S, prompted the search for, and identification of related genes in public 
nucleotide sequence databases. The present invention relates to newly identified 
members of this family. Further information regarding the T2R family can be found 
in Adler ct ai. Cell 100:693-702 (2000) and Chandrashekar et «/., Cell 100:703-11 

15 (200), both of which are herein incorporated by reference in their entireties. 

Nucleic acids encoding the T2R proteins and polypeptides of the invention can 
be isolated from a variety of sources, genetically engineered, amplified, synthesized, 
and/or expressed recombinantly according to the methods disclosed in WO 0035374. 
which is herein incorporated by reference in its entirety. 

20 More particularly, the invention provides nucleic acids encoding a novel 

family of taste-cell-specific G Protein-Coupled Receptors. These nucleic acids and 
the receptors that they encode are referred to as members of the "T2R" family of taste- 
cell-specific G Protein-Coupled Receptors ("GPCRs"). These taste-cell-specific 
GPCRs are believed to be components of the taste transduction pathw ay, specifically, 

25 the bitter taste transduction pathway, and are involved in the taste detection of 
substances such as the bitter substances, 6-n-propylthiouracil (PROP), sucrose 
octaacetate (soa), raffinose undecaacetate (rua), denatonium, copper glycinate, and 
quinine. However, the T2Rs may be involved in other taste modalities as well. 

Further, it is believed that T2R family members may act in combination with 

30 other T2R family members, other taste-cell-speci fie GPCRs, or a combination thereof, 
to thereby effect chemosensory taste transduction. For instance, it is believed that 
T2R family members maybe co-expressed within the same taste receptor cell type, and 
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the co-expressed receptors may physically interact to form a heterodimenc taste 
receptor. Alternatively, the co-expressed receptors may both independently bind to 
the same type of ligand. and their combined binding may result in a specific perceiv ed 
taste sensation. 

The invention also provides methods of screening for modulators, e.g.* 
activators, inhibitors, stimulators, enhancers, agonists, and antagonists, of these novel 
taste-cell-specific GPCRs. Such modulators of taste transduction are useful for 
pharmacological and genetic modulation of taste signaling pathw ays. These methods 
of screening can be used to identify high affinity agonists and antagonists of taste cell 
activity. These modulator} compounds can then be used in the food and 
pharmaceutical industries to customize taste, for example, to decrease or mask the 
bitter taste of foods or drugs. 

Thus, the invention provides assays for taste modulation, where members of 
the T2R family act as direct or indirect reporter molecules of the effect of modulators 
on taste transduction. GPCRs can be used in assays, e.g., to measure changes in 
ligand binding, ion concentration, membrane potential, current flow, ion flux, 
transcription, signal transduction, receptor-ligand interactions, second messenger 
concentrations, in vitro, in vivo, and ex vivo. In one embodiment, members of the 
T2R family can be used as indirect reporters via attachment to a second reporter 
molecule such as green fluorescent protein (see, e.g., Mistili & Spector, Nature 
Biotechnology, 15:961-64 (1997)). In another embodiment, T2R family members are 
recombinantly expressed in cells, and modulation of taste transduction via GPCR 
activity can be assayed by measuring changes in Ca~~ levels and other intracellular 
messengers such as cAMP. cGMP, or IP3. 

In a preferred embodiment, a T2R polypeptide is expressed in an eukaryotic 
cell as a chimeric receptor with a heterologous sequence that facilitates plasma 
membrane trafficking or maturation and targeting through the secretory pathway. In a 
preferred embodiment, the heterologous sequence is a rhodopsin sequence, such as an 
N-terminal fragment of a rhodopsin. Such chimeric T2R receptors can be expressed 
in any eukaryotic cell, such as HEK-293 cells. Preferably, the cells comprise a 
functional G Protein, e.g.. Go. 15. that is capable of coupling the chimeric receptor to 
an intracellular signaling pathway or to a signaling protein such as phospholipase C. 




Activation of such chimeric receptors in such cells can be delected using any standard 
method, such as by detecting changes in intracellular calcium by detecting FL'RA-2- 
dependent fluorescence in the cell. If host cells do not express an appropriate G 
Protein, they may be transfected with a gene encoding a promiscuous G Protein such 
5 as those described in US Serial No. 60 '243,770, which is herein incorporated by 
reference in its entirety. 

Methods of assaying for modulators of taste transduction can include /// vitro 
ligand binding assays using T2R polypeptides, portions thereof, such as the 
extracellular domain, transmembrane region, or combinations thereof, or chimeric 

10 proteins comprising one or more domains of a T2R family member; oocyte, primary 
cell or tissue culture cell T2R gene expression, or expression of T2R fragments or 
fusion proteins, such as rhodopsin fusion proteins; phosphorylation and 
dephosphorylation of T2R family members; G Protein binding to GPCRs; arrestin 
binding; internalization; ligand binding assays; voltage, membrane potential and 

15 conductance changes; ion flux assays; changes in intracellular second messengers 
such as cGMP, cAMP and IP3; changes in intracellular Ca 2 ^ levels; and 
neurotransmitter release. 

Further, the invention provides methods of detecting T2R nucleic acid and 
protein expression, allowing investigation of taste transduction regulation and specific 

20 identification of taste receptor cells. T2R family members also provide useful nucleic 
acid probes for paternity and forensic investigations. T2R genes are also useful as a 
nucleic acid probes for identifying taste receptor cells, such as foliate, fungiform, 
circumvallate, geschmackstrei fen, and epiglottis taste receptor cells, in particular 
bitter-taste receptive, gustducin expressing cells. Furthermore, the nucleic acids and 

25 the polypeptides they encode can be used as probes to dissect taste-induced behaviors. 

T2R polypeptides can also be used to generate monoclonal and polyclonal 
antibodies useful for identifying taste receptor cells. Taste receptor cells can be 
identified using techniques such as reverse transcription and amplification of mRNA, 
isolation of total RNA or poly A- R\A. northern blotting, dot blotting, /;/ situ 

30 hybridization, RNase protection. SI digestion, probing DNA microchip arrays, 
western blots, and the like. 
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The T2R genes and the polypeptides they encode comprise a family of related 
taste-ccll-speeific G Protein-Coupled Receptors. Within the genome, these genes are 
present either alone or w ithin one of sev eral gene clusters. One gene cluster, located 
at human genomic region 12pl3, comprises at least 24 genes, and a second cluster. 
5 located at 7q33, comprises at least 7 genes. In lotah more than 60 distinct T2R family- 
members have been identified from difference organisms, including several putative 
pseudogenes. It is estimated that the human genome may include approximately 40 
distinct T2R genes, encoding about 30 functional human receptors. 

Some of the T2R genes have been associated with previously mapped loci 

10 implicated in the control of bitter taste. For example, the human T2R1 is located at 
human interval 5pl5, precisely where a locus that influences the ability to taste the 
substance PROP has previously been mapped (sec Reed ct a/.. Am. J. Hum. Genet., 
64:1478-80 (1999)). In addition, the human gene cluster found at genomic region 
12pl3 corresponds to a region of mouse chromosome 6 that has been shown to 

15 contain numerous bitter-tasting genes, that are believed to influence taste perception 
or sensation including e.g., sucrose octaacetate, raffinose, undecaacetate 
cycloheximide, and quinine (sec, e.g.. Lush ct ai, Genet. Res., 6:167-74 (1995)). 
These associations suggest that the T2R genes are involved in the taste detection of 
various substances, in particular bitter substances. In addition, mouse T2R5 is 

20 specifically receptive to cycloheximide, and mutations in the mT2R5 gene have been 
hypothesized to produce a cycloheximide-non-tasting phenotype. Similarly, human 
T2R4 and mouse T2R8 are specifically responsive to both denatonium and PROP. 

Functionally, the T2R genes comprise a family of related seven 
transmembrane G Protein-Coupled Receptors which are believed to be involved in 

25 taste transduction and which may interact with a G Protein to mediate taste signal 
transduction (see, e.g., Fong, Cell Signal, 8:217 (1996); Baldwin, Curr. Opin. Cell 
Biol., 6:1S0 (1994)). In particular, T2Rs are believed to interact in a ligand-speci fic 
manner with the G Protein gustducin. 

Structurally, the nucleotide sequences of T2R family members encode a family 

3<* of related polypeptides comprising an extracellular domain, seven transmembrane 
domains, and a cytoplasmic domain. Related T2R family genes from other species 
typically will share about 20-30"-, nucleotide sequence identity over a region of at 
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least about 50 nucleotides in length, optionally 100, 200. 500. or more nucleotides in 
length to SEQ ID NOS: 1. 3. 5. 7. 9, 11. 13, 15, 17, 19, and 23, or conservatively 
modified variants thereof; or encode poKpeptides sharing at least about 30-40° o 
amino acid sequence identity over an amino acid region at least about 25 amino acids 
5 in length, optionally 50 to 100 ammo acids in length to SEQ ID NOS: 2, 4, 6, S, 10, 
12, 14, 16, IS, 20, and 24, or conservatively modified variants thereof. It has been 
shown that T2R genes are selectively expressed in subsets of taste receptor cells of the 
tongue, palate epithelium, foliate, geschmackstreifen, and epiglottis. In contrast, 
studies have shown that T2Rs are less often expressed in fungiform papillae. Further, 
10 it has been shown that T2Rs are selectively expressed in gustducin-positive cells. 

Several consensus amino acid sequences or domains have also been identified 
that are characteristic of T2R family members. Particularly, it has been found that 
T2R family members typically comprise a sequence having at least about 50%, 
optionally 55%, 60%. 65%, 70%, 75%), 80%,, 85%, 90%, 95%, or higher, identity to 
15 T2R Transmembrane Region I. T2R Transmembrane Region IE T2R Transmembrane 
Region III, T2R Transmembrane Region IV, T2R Transmembrane Region V, and T2R 
Transmembrane Region VIE These conserved domains thus can be used to identify 
members of the T2R family, by identity, specific hybridization or amplification, or 
specific binding by antibodies raised against a domain. Such T2R transmembrane 
20 regions have the following amino acid sequences: 
T2R Family Consensus Sequence 1 : 

E(F AMI V L)(Y L)G( I Y)(E V)GN(G T)FI( V A )LV\Cf I M)D\V (SEQ ID NO: 25) 
T2R Family Consensus Sequence 2: 

(D G)(F F)(I L)L( T I)(G A S)LAISRI(C G F)L (SEQ ID NO: 26) 
25 T2R Family Consensus Sequence 3: 

NIKE F)< S T N)(L I V )\V( F E)(A T)T(CS N)E(S N G)(I Vj (SEQ ID NO: 27) 
T2R Family Consensus Sequence 4: 

FY(F C)EKIA(N S)ES(II N)(P S)(E I Y)EE< W Y)EK (SEQ ID NO: 2S) 
T2R Family Consensus Sequence 5: 
30 EEKI F \")SEW(K.R)H(S T)(K R)(Q K)i\\ IhQ K) (SEQ ID NO: 29) 

T2R Family Consensus Sequence 6: 

HSiF Fid \')FI(F Mud S T)N<P S N>KE(K R)(Q R) (SEQ ID NO: 30) 
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Specific regions of human T2R nucleotide and amino acid sequences may be 
used to identity polymorphic variants or alleles or homologs comprised in humans or 
other species. This identi Ileal ion can be effected /// vitro, e.g., under stringent 
hybridization conditions or PCR {e.g., using primers encoding the T2R consensus 
5 sequences identified above) and sequencing, or by using the sequence information in a 
computer system for comparison with other nucleotide sequences. Typically, 
identification of polymorphic variants or alleles of T2R family members can be made 
by comparing an amino acid sequence of about 25 amino acids or more, e.g., 50-100 
amino acids. Amino acid identity of approximately 30-40%, optionally 50-60%, 65%, 

10 70%, 75%, 80%, 85%, 90%, or 95-99% or above suggests that a protein is a 
polymorphic variant, or allele, or a homolog or ortholog of a T2R family member. 
Sequence identity can be calculated by the methods disclosed infra. It can be 
determined almost definitely that a positive T2R gene falls within the T2R family 
based on the additional presence of at least one conserved sequence that is identical or 

15 at least 75% identical to the previously identified T2R family consensus sequences. 
Sequence comparison can be performed using any of the sequence comparison 
algorithms discussed below. Antibodies that bind specifically to T2R polypeptides or 
a conserved region thereof can also be used to identify alleles, interspecies homologs, 
and polymorphic variants of T2R proteins. 

20 Polymorphic variants, or alleles, and related T2R homologs or orthologs can 

be confirmed by examining taste-cell-specific expression of the putative T2R 
polypeptide. Typically. T2R polypeptides having an amino acid sequence disclosed 
herein can be used as a positive control in comparison to the putative T2R protein to 
demonstrate the identification of an allele or homolog of the T2R family member. 

25 Such homologs or alleles will similarly posses the seven transmembrane structure of a 
G Protein-Coupled Receptor. 

Nucleotide and amino acid sequence information for T2R family members 
may also be used to construct models of taste-cell-spccific polypeptides in a computer 
system. These models are subsequently used to identify compounds that can activate 

3d or inhibit T2R receptor proteins. Such compounds that modulate the activity of T2R 
family members can be used to investigate the role of T2R genes and polypeptides in 
taste transduction. 




The isolation of T2R family members provides a means for assaying for 
inhibitors and activators of taste transduction. Biologically active T2R proteins are 
useful for testing inhibitors and activ ators of T2R as taste transducers, especially bitter 
taste transducers, using /'// vivo (animal based assays) and in vitro assays that measure, 
5 e.g., ligand binding; phosphorylation and dephosphorylation; binding to G Proteins; G 
Protein activation; regulator}' molecule binding; voltage, membrane potential and 
conductance changes; ion flux; intracellular second messengers such as cGMP, 
cAMP, IP3; and intracellular calcium levels. Such activators and inhibitors identified 
using T2R family members can be used to further study taste transduction and to 

10 identify specific taste agonists and antagonists. Such activators and inhibitors are 
useful as pharmaceutical and food agents for customizing taste, for example to 
decrease the bitter taste of foods or pharmaceuticals. 

The present inv ention also provides assays, preferably high throughput assays, 
to identify molecules that interact with and or modulate a T2R polypeptide. In 

15 numerous assays, a particular portion of a T2R family member will be used, e.g., an 
extracellular, transmembrane, or intracellular or region. In numerous embodiments, 
an extracellular domain, transmembrane region, or combination thereof is bound to a 
solid substrate, and used, e.g., to isolate ligands, agonists, inverse agonists, 
antagonists, or any other molecules that can bind to and/or modulate the activity of an 

20 extracellular or transmembrane region of a T2R polypeptide. 

In certain embodiments, a region of a T2R polypeptide, e.g.* an extracellular, 
transmembrane, or intracellular region, is fused to a heterologous polypeptide, thereby 
forming a chimeric polypeptide, e.g.. a chimeric polypeptide with GPCR activity. 
Such chimeric polypeptides are useful, e.g.. in assays to identify ligands. agonists, 

25 inverse agonists, antagonists, or other modulators of a T2R polypeptide. In addition, 
such chimeric polypeptides are useful to create novel taste receptors with novel ligand 
binding specificity, modes of regulation, signal transduction pathways, or other such 
properties, or to create novel taste receptors with novel combinations of ligand 
binding specificity, modes of regulation, signal transduction pathways, etc. Also T2R 

30 nucleic acids and expression of T2R polypeptides can be used to create topological 
maps of the tongue that potentially can be used to study the relation of tongue taste 
receptor cells to taste sensory neurons in the brain. In particular, methods of detecting 
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T2Rs can potentially be used to identity taste cells that are sensitive to bitter tasting 
substances. Chromosome localization of the genes encoding human T2R genes can 
also potentially be used to identify diseases, mutations, and traits caused by, or 
associated with T2R family members. 
5 Generally, the invention prov ides isolated nucleic acid molecules of the T2R 

gene family and the taste receptors they encode. The present invention also includes 
not only nucleic acid and polypeptide sequences having the specified amino acid 
sequences, but also fragments, particularly fragments of, for example, 40 ? 60, 80, 100, 
150, 200, or 250 nucleotides, or more, as well as protein fragments of, for example, 

10 10, 20, 30. 50, 70. 100, or 150 amino acids, or more. 

Various conservative mutations and substitutions are envisioned to be within 
the scope of the invention. For instance, it would be within the level of skill in the art 
to perform amino acid substitutions using known protocols of recombinant gene 
technology including PCR. gene cloning, site-directed mutagenesis of cDNA. 

15 transfection of host cells, and in-vitro transcription. The v ariants can then be screened 
for functional activity. 

More particularly, specific regions of the nucleic acid sequences disclosed 
herein, and the polypeptides they encode, may be used to identify polymorphic 
variants, interspecies homologs, and alleles of the sequences. This identification can 

20 be made /;/ vitro, e.g., under stringent hybridization conditions, PCR, and sequencing, 
or by using the sequence information in a computer system for comparison with other 
nucleic acid sequences. Different alleles of T2R genes within a single species 
population will also be useful in determining whether differences in allelic sequences 
correlate to differences in taste perception between members of the population. 

25 The nucleic acid molecules of the present invention are generally intronless 

and encode putative T2R proteins generally having lengths of approximately 300 
residues and are comprised of seven transmembrane regions, as predicted by 
hydrophobicity plotting analysis, suggesting that they belong to the G Protein-Coupled 
Receptor (7TM) superfamily. In addition to the overall structural similarity, each of 

30 the T2Rs identified herein has a characteristic sequence signature of a T2R family 
member. In particular, all sequences contain very close matches to the T2R familv 
consensus sequences identified above. Combination of all the above mentioned 




structural features of the identified genes and encoded proteins strongly suggests that 
they represent novel members of the T2R receptor family. 

It is also hypothesized that that T2R receptors and their genes can be used- 
alone or in combination with other types of taste receptors, in developing detection 
5 systems and assays for chemically identifying distinct types of molecules specifically 
recognized by these receptors, as well as for diagnostic and research purposes. 

The nucleic acid sequences of the invention and other nucleic acids used to 
practice this invention, whether RNA, cDNA, genomic DNA, vectors, viruses or 
hybrids thereof, may be isolated from a variety of sources, genetically engineered, 
10 amplified, and/or expressed recombinantly. Any recombinant expression system can 
be used, including, in addition to mammalian cells, e.g., bacterial, yeast, insect, or 
plant systems. 

A. Identification of T2Rs 

15 The amino acid sequences of the T2R proteins and polypeptides of the 

invention can be identified by putative translation of the coding nucleic acid 
sequences. These various amino acid sequences and the coding nucleic acid 
sequences may be compared to one another or to other sequences according to a 
number of methods. In a particular embodiment, the pseudogenes disclosed herein 

20 can be used to identify functional alleles or related genes in genomic databases known 
in the art. 

For example, in sequence comparison, typically one sequence acts as a 
reference sequence, to which test sequences are compared. When using a sequence 
comparison algorithm, test and reference sequences are entered into a computer, 

25 subsequence coordinates are designated, if necessary, and sequence algorithm 
program parameters are designated. Default program parameters can be used, as 
described below for the BLASTN and BLASTP programs, or alternative parameters 
can be designated. The sequence comparison algorithm then calculates the percent 
sequence identities for the test sequences relative to the reference sequence, based on 

30 the program parameters. 

A "comparison window." as used herein, includes reference to a segment ot 
any one of the number of contiguous positions selected from the group consisting of 
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from 20 to 000. usually about 50 to about 200, more usually about low to about 150 in 
which a sequence may be compared to a reference sequence of the same number of 
contiguous positions after the two sequences are optimally aligned. Methods of 
alignment of sequences for comparison are well known in the art. Optimal alignment 
5 of sequences for comparison can be conducted, e.g.* by the local homology algorithm 
of Smith & Waterman, Adv. Appl. Math., 2:482 (1981). by the homology alignment 
algorithm of Needleman & Wunsch, J Moi Biol. 48:443 (1970), by the search for 
similarity method of Pearson & Lipman, PSAS, S5:2444 (1988), by computerized 
implementations of these algorithms (GAP, BESTFIT, FASTA, and TFASTA in the 

10 Wisconsin Genetics Software Package, Genetics Computer Group, 575 Science Dr., 
Madison, WI), or by manual alignment and visual inspection (see, e.g.. Current 
Protocols in Molecular Biology (Ausubel et ai, eds. 1995 supplement)). 

A preferred example of an algorithm that is suitable for determining percent 
sequence identity and sequence similarity are the BLAST and BLAST 2.0 algorithms, 

15 which are described in Altschul et ai, Nuc. Acids Res., 25:3389-402 (1977) and 
Altschul et ai. J Moi Bioi, 215:403-10 (1990), respectively. Software for 
performing BLAST analyses is publicly available through the National Center for 
Biotechnology Information (http:www.ncbi.nlm.nih.gov/). This algorithm involves 
first identifying high scoring sequence pairs (HSPs) by identifying short words of 

20 length W in the query sequence, which either match or satisfy some positive valued 
threshold score T when aligned with a word of the same length in a database 
sequence. T is referred to as the neighborhood word score threshold (Altschul et ai, 
Altschul et ai, Nuc. Acids Res., 25:3389-402 (1977) and Altschul et ai. J Moi Bioi. 
215:403-10 (1990)). These initial neighborhood word hits act as seeds for initiating 

25 searches to find longer HSPs containing them. The word hits are extended in both 
directions along each sequence for as far as the cumulative alignment score can be 
increased. Cumulative scores are calculated using, for nucleotide sequences, the 
parameters M (reward score for a pair of matching residues; always > 0) and N 
(penalty score for mismatching residues; always < 0). For amino acid sequences, a 

3o scoring matrix is used to calculate the cumulative score. Extension of the word hits in 
each direction are halted when: the cumulative alignment score falls off by the 
quantity X from its maximum achieved value; the cumulative score goes to zero or 




below, due to the accumulation of one or more negative scoring residue alignments; or 
the end of either sequence is readied. The BLAST algorithm parameters W, T, and X 
determine the sensitivity and speed of the alignment. The BLASTN program (for 
nucleotide sequences) uses as defaults a wordlength (\V) of 1 1. an expectation (E) or 
5 10, \1=5, X=-4 and a comparison of both strands. Eor ammo acid sequences, the 
BLASTP program uses as defaults a wordlength of 3, and expectation (E) of 10, and 
the BLOSUM62 scoring matrix (see Henikoff & Henikoff, PXAS. 89:10915 (1989)) 
alignments (B) of 50, expectation (E) of 10, M=5, X=-4, and a comparison of both 
strands. 

10 Another example of a useful algorithm is PILEUP. PILEUP creates a multiple 

sequence alignment from a group of related sequences using progressive, pairwise 
alignments to show relationship and percent sequence identity. It also plots a so- 
called "tree" or "dendogram" showing the clustering relationships used to create the 
alignment (see, e.g.. Figure 2). PILEUP uses a simplification of the progressive 

15 alignment method of Feng &. Doolittle, J MoL Eva/.. 35:351-60 (1987). The method 
used is similar to the method described by Higgins & Sharp, CAB/OS 5:151-53 
(1989). The program can align up to 300 sequences, each of a maximum length of 
5,000 nucleotides or amino acids. The multiple alignment procedure begins with the 
pairwise alignment of the two most similar sequences, producing a cluster of two 

20 aligned sequences. This cluster is then aligned to the next most related sequence or 
cluster of aligned sequences. Two clusters of sequences are aligned by a simple 
extension of the pairwise alignment of tw o individual sequences. The final alignment 
is achieved by a series of progressive, pairwise alignments. The program is run by 
designating specific sequences and their amino acid or nucleotide coordinates for 

25 regions of sequence comparison and by designating the program parameters. Using 
PILEUP, a reference sequence is compared to other test sequences to determine the 
percent sequence identity relationship using the following parameters: default gap 
weight (3.00). default gap length weight (0.10), and weighted end gaps. PILEUP can 
be obtained from the GCG sequence analysis software package, e.g.. version 7.0 

30 Devereaux et aL. Xuc. Acids Res., 12:38^-95 (1984). Comparison of these protein 
sequences to all known proteins in the public sequence databases using BLASTP 
algorithm revealed their strong homology to the members of the T2R family, each of 
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the T2R family sequences having at least 50" o, and preferably at least 55'\>, at least 
60" o, at least 65%, and most preferably at least 70%, amino acid identity to at least 
one known member of the family. 

5 B. Definitions 

As used herein, the following terms have the meanings ascribed to them unless 
specified otherwise. 

"Taste cells" include neuroepithelial cells that are organized into groups to 
form taste buds of the tongue, e.g., foliate, fungiform, and circumvallate cells (see* 

10 e.g.. Roper et al., Ann. Rev. Neurosci. 12:329-353 (1989)). Taste cells are also found 
in the palate, and other tissues such as the esophagus and the stomach. 

"T2R" refers to one or more members of a family of G Protein-Coupled 
Receptors that are selectively expressed in taste cells of the tongue and palate 
epithelium, such as foliate, geschmackstreifen, epiglottis, fungiform, and 

15 circumvallate cells, as well as cells of the esophagus, and stomach (see, e.g., Adler et 
ai, Cell, 100:693-702 (2000)), This family is also referred to as the "SF family" (see, 
e.g., PCT/US00 24821 , which is herein incorporated by reference in its entirety). 
Such taste cells can be identified because they express specific molecules such as 
gustducin, a taste-cell-specific G Protein, or other taste specific molecules 

20 (McLaughin et ai, Nature, 357:563-69 (1992)). Taste receptor cells can also be 
identified on the basis of morphology (see, e.g.. Roper, supra). T2R family members 
have the ability to act as receptors for taste transduction. T2R family members are 
also referred to as the "GR" family, for gustatory receptor, or "SF" family. 

"T2R" nucleic acids encode a family of GPCRs with seven transmembrane 

25 regions that have "G Protein-Coupled Receptor activity," e.g., they may bind to G 
Proteins in response to extracellular stimuli and promote production of second 
messengers such as IP3, cAMP, cGMP, and Ca 2 ~ via stimulation of enzymes such as 
phospholipase C and adenylate cyclase (for a description of the structure and function 
of GPCRs, see, e.g., Fong, supra, and Baldwin, supra). These nucleic acids encode 

30 proteins that are expressed in taste cells, in particular gustducin-expressing taste cells 
that are responsive to bitter tastants. A single taste cell may contain many distinct 
T2R polypeptides. 
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The term "T2R" t ami I\ therefore ineludes polymorphic variants, alleles, 
mutants, and homologs that: ( 1 ) have about 3 0-40° <> amino acid sequence identity, 
more specifically about 40, 50, 60, 70, 75, SO, S5, 90. 95, 96, 9~\ 98, or 99% amino 
acid sequence identity to SEQ ID NOS: 2, 4, 6. 8, 10, 12, 14, 16. IS, 20, and 24, over 
5 a window of about 25 amino acids, optionally 50-100 amino acids; (2) specifically 
bind to antibodies raised against an immunogen comprising an amino acid sequence 
selected from the group consisting of SEQ ID NOS: 2, 4, 6, S, 10, 12, 14, 16, 18, 20. 
and 24, and conservatively modified variants thereof; (3) specifically hybridize (with a 
size of at least about 100, optionally at least about 500-1000 nucleotides) under 

10 stringent hybridization conditions to a sequence selected from the group consisting of 
SEQ ID XOS: 1. 3, 5, 7, 9, 11, 13, 15, 17, 19, and 23, and conservatively modified 
variants thereof; (4) comprise a sequence at least about 40% identical to an amino acid 
sequence selected from the group consisting of SEQ ID XOS: 2, 4, 6, S, 10, 12, 14, 
16, 18, 20, and 24; or (5) are amplified by primers that specifically hybridize under 

15 stringent hybridization conditions to the same sequence as a degenerate primer sets 
encoding SEQ ID XOS: 25-30. 

As previously discussed, while T2R genes exhibit substantial sequence 
divergence at both the protein and DXA level, all isolated to date have been found to 
contain comprise certain consensus sequences, in particular regions that are identical 

20 or which possess or at least 70-75% sequence identity to the T2R consensus sequence 
identified previously (SEQ ID XOS: 25-30). 

Topological^, certain chemosensory GPCRs have an "X-terminal domain:" 
"extracellular domains," a "transmembrane domain" comprising seven 
transmembrane regions, and corresponding cytoplasmic and extracellular loops. 

25 "cytoplasmic regions." and a "C-terminal region" (see, e.g., Hoon et ai, Cell, 96:541- 
51 (1999); Buck & Axel. Cell, 65:175-87 (1991)). These regions can be structurally 
identified using methods known to those of skill in the art, such as sequence analysis 
programs that identify hydrophobic and hydrophilic domains (see, e.g., Stryer, 
Biocliemistry. {3rd ed. 1988); see also any of a number of Internet based sequence 

30 analysis programs, such as those found at dot.imgen.bcm.tmc.edu). These regions are 
useful for making chimeric proteins and for in vitro assays of the invention, e.g.. 
ligand binding assavs. 




"Intracellular domains" therefore refers to the domains of I 2 R polypeptides 
that protrude from the cellular membrane and are exposed to the extracellular face of 
the cell. Such regions would include the "\-terminal domain" that is exposed to the 
extracellular face of the cell, as w ell as the extracellular loops of the transmembrane 
5 domain that are exposed to the extracellular face of the cell. i.e.. the extracellular 
loops between transmembrane regions 2 and 3, transmembrane regions 4 and 5, and 
transmembrane regions 6 and 7. The "N-terminal domain" starts at the N-terminus 
and extends to a region close to the start of the transmembrane region. These 
extracellular regions are useful for in vitro ligand binding assays, both soluble and 

10 solid phase. In addition, transmembrane regions, described below, can also be 
involved in ligand binding, either in combination with the extracellular region or 
alone, and are therefore also useful for in vitro ligand binding assays. 

"Transmembrane domain." which comprises the seven transmembrane 
"regions." refers to the domain of T2R polypeptides that lies within the plasma 

15 membrane, and may also include the corresponding cytoplasmic (intracellular) and 
extracellular loops, also referred to as transmembrane "regions." The seven 
transmembrane regions and extracellular and cytoplasmic loops can be identified 
using standard methods, as described in Kyte & Doolittle, J. Mol. Biol, 157:105-32 
(T9S2)), or in Stryer, supra. 

20 "Cytoplasmic domains" refers to the domains of T2R proteins that face the 

inside of the cell, e.g.. the "C-terminal domain" and the intracellular loops of the 
transmembrane domain, e.g.. the intracellular loops between transmembrane regions 1 
and 2. transmembrane regions 3 and 4. and transmembrane regions 5 and 6. "C- 
terminal domain" refers to the region that spans from the end of the last 

25 transmembrane region to the C-terminus of the protein, and which is normally located 
within the cytoplasm. 

I he term "7- transmembrane receptor" means a polypeptide belonging to a 
superfamily of transmembrane proteins that have seven regions that span the plasma 
membrane seven times (thus, the seven regions are called "transmembrane" or "TM" 

30 domains TM I to TM VII). The families of ol factor}' and certain taste receptors each 
belong to this super-family, "-transmembrane receptor polypeptides have similar and 




characteristic primary, secondary and tertiary structures, as discussed in further detail 
below. 

The term "ligand-binding region" refers to sequences derived from a 
chemosensory or taste receptor that substantially incorporates transmembrane domains 
5 II to VII (TM II to VII). The region may be capable of binding a ligand. and more 
particularly, a tastant. 

The term "plasma membrane translocation domain" or simply "translocation 
domain" means a polypeptide domain that is functionally equivalent to an exemplary 
translocation domain (5"-MNGTEGPNFYVPFSNKTGVV; SEQ ID NO: 31). These 

10 peptide domains, when incorporated into the amino terminus of a polypeptide coding 
sequence, can with great efficiency "ehaperone" or "translocate" the hybrid ("fusion") 
protein to the cell plasma membrane. This particular "translocation domain" was 
initially derived from the amino terminus of the human rhodopsin receptor 
polypeptide, a 7-transmembrane receptor. Another translocation domain has been 

15 derived from the bovine rhodopsin sequence and is also useful for facilitating 
translocation. Rhodopsin derived sequences are particularly efficient in translocating 
7-transmembrane fusion proteins to the plasma membrane. 

"Functional equivalency" means the domain's ability and efficiency in 
translocating newly translated proteins to the plasma membrane as efficiently as 

20 exemplary SEQ ID NO: 31 under similar conditions; relatively efficiencies an be 
measured (in quantitative terms) and corn-pared, as described herein. Domains falling 
within the scope of the invention can be determined by routine screening for their 
efficiency in translocating newly synthesized polypeptides to the plasma membrane in 
a cell (mammalian, Xenopus, and the like) with the same efficiency as the twenty 

25 amino acid long translocation domain SEQ ID NO: 3 1 . 

The phrase "functional effects" in the context of assays for testing compounds 
that modulate T2R family member mediated taste transduction includes the 
determination of any parameter that is indirectly or directly under the influence of the 
receptor, e.g., functional, physical and chemical effects. It includes ligand binding, 

30 changes in ion flux, membrane potential, current flow, transcription, G Protein 
binding, GPCR phosphorylation or dephosphorylation, signal transduction, receptor- 
ligand interactions, second messenger concentrations (e.g., cAMP, cGMP, 1P3, or 




intracellular CV\), /// vitro, in vivo, and ex vivo and also includes other physiologic 
effects such increases or decreases of neurotransmitter or hormone release. 

By "determining the functional effect" is meant assays for a compound that 
increases or decreases a parameter that is indirectly or directly under the influence of a 
5 T2R family member, e.g., functional, physical and chemical effects. Such functional 
effects can be measured by any means known to those skilled in the art. e.g., changes 
in spectroscopic characteristics {e.g., fluorescence, absorbance, refractive index), 
hydrodynamic (e.g.* shape), chromatographic, or solubility properties, patch clamping, 
voltage-sensitive dyes, whole cell currents, radioisotope efflux, inducible markers, 

10 oocyte T2R gene expression; tissue culture cell T2R expression; transcriptional 
activation of T2R genes; ligand binding assays; voltage, membrane potential and 
conductance changes; ion flux assays; changes in intracellular second messengers 
such as cAMP, cGMP, and inositol triphosphate (IP3); changes in intracellular 
calcium levels; neurotransmitter release, and the like. 

15 "Inhibitors." "activators." and "modulators" of T2R genes or proteins are used 

interchangeably to refer to inhibitory, activating, or modulating molecules identified 
using in vitro and //; vivo assays for taste transduction, e.g., ligands, agonists, 
antagonists, and their homologs and mimetics. Inhibitors are compounds that, e.g., 
bind to, partially or totally block stimulation, decrease, prevent, delay activation, 

20 inactivate, desensitize, or down regulate taste transduction, e.g., antagonists. 
Activators are compounds that. e.g.. bind to. stimulate, increase, open, activate, 
facilitate, enhance activation, sensitize, or up regulate taste transduction, e.g.. 
agonists. Modulators include compounds that, e.g., alter the interaction of a receptor 
with: extracellular proteins that bind activators or inhibitor (e.g., ebnerin and other 

25 members of the hydrophobic carrier family); G Proteins; kinases (e.g., homologs of 
rhodopsin kinase and beta adrenergic receptor kinases that are involved in 
deactivation and desensitization of a receptor); and arrestins. which also deactivate 
and desensitize receptors. Modulators include genetically modified versions of T2R 
family members, e.g., with altered activity, as well as naturally occurring and synthetic 

30 ligands, antagonists, agonists, small chemical molecules and the like. 

Such assays for inhibitors and activators include, e.g.. expressing T2R family 
members in cells or cell membranes, applying putative modulator compounds in the 




presence or absence of tastants. c\^. , bitter tastants, and then determining the 
functional effects on taste transduction, as described above. Samples or assays 
comprising T2R family members that are treated with a potential activ ator, inhibitor, 
or modulator are compared to control samples without the inhibitor, activator, or 
5 modulator to examine the extent of modulation. Control samples (untreated with 
modulators) are assigned a relative T2R activity value of 1 00%. Inhibition of a T2R is 
achieved when the T2R activity value relative to the control is about 80%, optionally 
50% or 25-0%. Activ ation of a T2R is achieved when the T2R activity value relative 
to the control is 110%. optionally 150%. optionally 200-500%. or 1000-3000% 
10 higher. 

The terms "purified." "substantially purified." and "isolated" as used herein 
refer to the state of being free of other, dissimilar compounds with which the 
compound of the invention is normally associated in its natural state. Preferably, 
"purified." "substantially purified." and "isolated" means that the composition 

15 comprises at least 0.5%, 1°.,. 5%, 10%, or 20%, and most preferably at least 50% or 
75% of the mass, by weight, of a given sample. In one preferred embodiment, these 
terms refer to the compound of the invention comprising at least 95% of the mass, by 
weight, of a given sample. As used herein, the terms "purified." "substantially 
purified." and "isolated" "isolated." when referring to a nucleic acid or protein, of 

20 nucleic acids or proteins, also refers to a state of purification or concentration different 
than that which occurs naturally in the mammalian, especially human, body. Any 
degree of purification or concentration greater than that which occurs naturally in the 
mammalian, especially human, body, including (1) the purification from other 
associated structures or compounds or (2) the association with structures or 

25 compounds to which it is not normally associated in the mammalian, especially 
human, body, are within the meaning of "isolated." The nucleic acid or protein or 
classes of nucleic acids or proteins, described herein, may be isolated, or otherwise 
associated with structures or compounds to which they are not normally associated in 
nature, according to a variety of methods and processes known to those of skill in the 

3D art. 

.As used herein, the term "isolated." when referring to a nucleic acid or 
polypeptide refers to a state of purification or concentration different than that which 




occurs naturally in the mammalian, especially human, body. Anv degree of 
purification or concentration greater than that which occurs naturally in the body, 
including (1) the purification from other naturally-occurring associated structures or 
compounds, or (2) the association with structures or compounds to which it is not 
5 normally associated in the body are within the meaning of "isolated" as used herein. 
The nucleic acids or polypeptides described herein may be isolated or otherwise 
associated with structures or compounds to which they are not normally associated in 
nature, according to a variety of methods and processed known to those of skill in the 
art. 

10 As used herein, the terms "amplifying" and "amplification" refer to the use of 

any suitable amplification methodology for generating or detecting recombinant or 
naturally expressed nucleic acid, as described in detail, below. For example, the 
invention provides methods and reagents (e.g., specific oligonucleotide primer pairs) 
for amplifying (e.g.* by polymerase chain reaction, PCR) naturally expressed (e.g., 

15 genomic or mRNA) or recombinant (e.g., cDNA) nucleic acids of the invention (eg.. 
tastant-binding sequences of the invention) in vivo or in vitro. 

The term "expression vector" refers to any recombinant expression system for 
the purpose of expressing a nucleic acid sequence of the invention in vitro or in vivo, 
constitutively or inducibly, in any cell, including prokaryotic, yeast, fungal, plant, 

20 insect or mammalian cell. The term includes linear or circular expression systems. 
The term includes expression systems that remain episomal or integrate into the host 
cell genome. The expression systems can have the ability to self-replicate or not. i.e.. 
drive only transient expression in a cell. The term includes recombinant expression 
"cassettes which contain only the minimum elements needed for transcription of the 

25 recombinant nucleic acid. 

The term "library" means a preparation that is a mixture of different nucleic 
acid or poly-peptide molecules, such as the library of recombinantly generated 
sensory, particularly taste receptor hgand-binding regions generated by amplification 
of nucleic acid with degenerate primer pairs, or an isolated collection of vectors that 

30 incorporate the amplified ligand-binding regions, or a mixture of cells each randomly 
transfected with at least one vector encoding an taste receptor. 




The term "nucleic acid" or "nucleic acid sequence" refers to a deoxy- 
nbonucleotide or ribonucleotide oligonucleotide in either single- or double-stranded 
form. The term encompasses nucleic acids, i.e., oligonucleotides, containing known 
analogs of natural nucleotides. The term also encompasses nucleic-acid-like 
5 structures with synthetic backbones. 

Unless otherwise indicated, a particular nucleic acid sequence also implicitly 
encompasses conservatively modified variants thereof (e.g., degenerate codon 
substitutions) and complementary sequences, as well as the sequence explicitly 
indicated. Specifically, degenerate codon substitutions may be achieved by 

10 generating, e.g., sequences in which the third position of one or more selected codons 
is substituted with mixed-base and/ or deoxyinosine residues (Batzer et al.. Nucleic 
Acid Res., 19:5081 (1991); Ohtsuka et ai, J. Biol. Chem., 260:2605-08 (1985); 
Rossolini et <//., MoL Cell Probes. 8:91-98 (1994)). The term nucleic acid is used 
interchangeably with gene, cDNA, mRNA, oligonucleotide, and polynucleotide. 

15 The terms "polypeptide," "peptide" and "protein" are used interchangeably 

herein to refer to a polymer of amino acid residues. The terms apply to amino acid 
polymers in which one or more amino acid residue is an artificial chemical mimetic of 
a corresponding naturally occurring amino acid, as well as to naturally occurring 
amino acid polymers and non-naturally occurring amino acid polymer. 

20 The "translocation domain." "ligand-binding region", and chimeric receptors 

compositions described herein also include "analogs." or "conservative variants" and 
"mimetics" ("peptidomimetics") with structures and activity that substantially 
correspond to the exemplary' sequences. Thus, the terms "conservative variant" or 
"analog" or "mimetic" refer to a polypeptide which has a modified amino acid 

25 sequence, such that the change! s) do not substantially alter the polypeptide's (the 
conservative variant's) structure and/or activ ity, as defined herein. These include 
conservatively modified variations of an amino acid sequence, i.e.. amino acid 
substitutions, additions or deletions of those residues that are not critical for protein 
activity, or substitution of amino acids with residues having similar properties (e.g., 

30 acidic, basic, positively or negatively charged, polar or non-polar, etc. ) such that the 
substitutions of even critical amino acids does not substantially alter structure and or 
act i vi t v. 
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More particularly, "conservatively modified variants" applies to both ammo 
acid and nucleic acid sequences. With respect to particular nucleic acid sequences, 
conservatively modified variants refers to those nucleic acids which encode identical 
or essentially identical amino acid sequences, or where the nucleic acid does not 
5 encode an amino acid sequence, to essentially identical sequences. Because of the 
degeneracy of the genetic code, a large number of functionally identical nucleic acids 
encode any given protein. 

For instance, the codons GCA, GCC, GCG and GCU all encode the amino 
acid alanine. Thus, at every position where an alanine is specified by a codon, the 

10 codon can be altered to any of the corresponding codons described without altering 
the encoded polypeptide. 

Such nucleic acid variations are "silent variations.** which are one species of 
conservatively modified variations. Every nucleic acid sequence herein which 
encodes a polypeptide also describes every possible silent variation of the nucleic 

15 acid. One of skill will recognize that each codon in a nucleic acid (except AUG, w hich 
is ordinarily the only codon for methionine, and TGG, which is ordinarily the only 
codon for tryptophan) can be modified to yield a functionally identical molecule. 
Accordingly, each silent variation of a nucleic acid which encodes a polypeptide is 
implicit in each described sequence. 

20 Conservative substitution tables providing functionally similar amino acids are 

well known in the art. For example, one exemplary guideline to select conservative 
substitutions includes (original residue followed by exemplary substitution): ala/gly or 
ser; arg 'lys; asa gin or his; asp/glu; cys ser; gin asn; gly'asp; gly ala or pro; his/asn or 
gin; i 1 e leu or val; lea lie or val; lys/arg or gin or glu; met/leu or tyr or ile; phe/met or 

25 leu or tyr; ser, thr; thr ser; trp.-tyr; tyr tip or phe; val/ile or leu. An alternativ e 

exemplary guideline uses the following six groups, each containing amino acids that 
are conservative substitutions for one another: 1 ) Alanine (A), Serine (S), Threonine 
(T); 2) Aspartic acid (D), Glutamic acid (E); 3) Asparagine (N), Glutamine (Q); 4) 
Arginine ( R ). Lysine (I); 5) Isoleucine (I). Leucine (L), Methionine (\1), Valine (V); 

30 and 6) Phenylalanine (Fj. Tyrosine (Y). Tryptophan ( W); (sec also, e.g.. Creighton. 
Proteins, W.1L Freeman and Company ( 19S4); Schultz and Schimer, Principles of 
Protein Structure, Springcr-Verlag ( 1979)). One of skill in the art will appreciate that 




the above-identified substitutions are not the only possible conservative substitutions. 
For example, tor some purposes, one may regard all charged ammo acids as 
conservative substitutions for each other whether they are positive or negative. In 
addition, individual substitutions, deletions or additions that alter, add or delete a 
5 single amino acid or a small percentage of amino acids in an encoded sequence can 
also be considered "conservatively modified variations." 

The terms "mimetic" and "peptidomimetic" refer to a synthetic chemical 
compound that has substantially the same structural and/or functional characteristics 
of the polypeptides, e.g., translocation domains, ligand-binding regions, or chimeric 

10 receptors of the invention. The mimetic can be either entirely composed of synthetic, 
non-natural analogs of amino acids, or may be a chimeric molecule of partly natural 
peptide amino acids and partly non-natural analogs of amino acids. The mimetic can 
also incorporate any amount of natural amino acid conservative substitutions as long 
as such substitutions also do not substantially alter the mimetic's structure and/or 

1 5 activity. 

As with polypeptides of the invention which are conservative v ariants, routine 
experimentation will determine whether a mimetic is within the scope of the 
invention, i.e., that its structure and/or function is not substantially altered. 
Polypeptide mimetic compositions can contain any combination of non-natural 

20 structural components, which are typically from three structural groups: a) residue 
linkage groups other than the natural amide bond ("peptide bond") linkages: b) non- 
natural residues in place of naturally occurring amino acid residues; or c) residues 
which induce secondary structural mimicry, i.e., to induce or stabilize a secondary- 
structure, e.g.* a beta turn, gamma turn, beta sheet, alpha helix conformation, and the 

25 like. A polypeptide can be characterized as a mimetic when all or some of its residues 
are joined by chemical means other than natural peptide bonds. Individual 
peptidomimetic residues can be joined by peptide bonds, other chemical bonds or 
coupling means, such as, e.g., glutaraldehyde, N-hydroxysuccinimide esters, 
bifunctional maleimides. \.N"-dicyclohexylearbodiimide (DCC) or N.N"- 

30 diisopropy Icarbodiimide (DIC). Linking groups that can be an alternative to the 

traditional amide bond ("peptide bond") linkages include, e.g.. ketomethylene (e.g.. 
-C(0)-CH : - for -C(-O)-NH-), aminomethylene (CH : -NH), ethylene, olefin 
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(CH - CM), ether (CH : -0), thioether (CH : -S), tctrazolo (CN^), thiazoie, retroamide. 
thioamide, or ester {see, e.g., Spatola, Chemistry and Biochemistry of Amino Acids. 
Peptides and Proteins, Vol. 7, 267-357, Marcell Dekker, Peptide Backbone 
Modifications, NY ( 1983)). A polypeptide can also be characterized as a mimetic by 
5 containing all or some non-natural residues in place of naturally occurring amino acid 
residues; non-natural residues are well described in the scientific and patent literature. 

A "label" or a "'detectable moiety" is a composition detectable by 
spectroscopic, photochemical, biochemical, immunochemical, or chemical means. For 
example, useful labels include '"~P, fluorescent dyes, electron-dense reagents, enzymes 

10 (e.g., as commonly used in an ELISA), biotin, digoxigenin, or haptens and proteins 
which can be made detectable, e.g., by incorporating a radiolabel into the peptide or 
used to detect antibodies specifically reactive with the peptide. 

A "labeled nucleic acid probe or oligonucleotide" is one that is bound, either 
covalently, through a linker or a chemical bond, or noncovalently, through ionic, van 

15 der Waals, electrostatic, or hydrogen bonds to a label such that the presence of the 
probe may be detected by detecting the presence of the label bound to the probe. 

As used herein a "nucleic acid probe or oligonucleotide" is defined as a 
nucleic acid capable of binding to a target nucleic acid of complementary sequence 
through one or more types of chemical bonds, usually through complementary base 

20 pairing, usually through hydrogen bond formation. As used herein, a probe may 
include natural (i.e., A. G, C, or T) or modified bases (7-deazaguanosine, inosinc, 
etc.). In addition, the bases in a probe may be joined by a linkage other than a 
phosphodiester bond, so long as it does not interfere with hybridization. Thus, for 
example, probes may be peptide nucleic acids in which the constituent bases are 

25 joined by peptide bonds rather than phosphodiester linkages. It will be understood by 
one of skill in the art that probes may bind target sequences lacking complete 
complementarity with the probe sequence depending upon the stringency of the 
hybridization conditions. The probes are optionally directly labeled as with isotopes, 
chromophores, lumiphores, chromogens, or indirectly labeled such as with biotin to 

30 which a streptavidin complex may later bind. By assaying for the presence or absence 
of the probe, one can detect the presence or absence of the select sequence or 
subsequence. 
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I he term "heterologous" when used with reference to portions of a nucleic 
acid indicates that the nucleic acid comprises two or more subsequences that are not 
found in the same relationship to each other in nature. For instance, the nucleic acid is 
typically recombinants produced, having two or more sequences from unrelated 
5 genes arranged to make a new functional nucleic acid, e.g., a promoter from one 
source and a coding region from another source. Similarly, a heterologous protein 
indicates that the protein comprises two or more subsequences that are not found in 
the same relationship to each other in nature (e.g.. a fusion protein). 

A "promoter" is defined as an array of nucleic acid sequences that direct 

10 transcription of a nucleic acid. As used herein, a promoter includes necessary nucleic 
acid sequences near the start site of transcription, such as, in the case of a polymerase 
II type promoter, a TATA element. A promoter also optionally includes distal 
enhancer or repressor elements, which can be located as much as several thousand 
base pairs from the start site of transcription. A "constitutive" promoter is a promoter 

15 that is active under most environmental and developmental conditions. An 
"inducible" promoter is a promoter that is active under environmental or 
developmental regulation. The term "operably linked" refers to a functional linkage 
between a nucleic acid expression control sequence (such as a promoter, or array of 
transcription factor binding sites) and a second nucleic acid sequence, wherein the 

20 expression control sequence directs transcription of the nucleic acid corresponding to 
the second sequence. 

As used herein, "recombinant" refers to a polynucleotide synthesized or 
otherwise manipulated in vitro (e.g.. "recombinant polynucleotide"), to methods of 
using recombinant polynucleotides to produce gene products in cells or other 

25 biological systems, or to a polypeptide ("recombinant protein") encoded by a 

recombinant polynucleotide. "Recombinant means" also encompass the ligation of 
nucleic acids having various coding regions or domains or promoter sequences from 
different sources into an expression cassette or vector for expression of, e.g.. inducible 
or constitutive expression of a fusion protein comprising a translocation domain of the 

30 invention and a nucleic acid sequence amplified using a primer of the invention. 

The phrase "selectively (or specifically) hybridizes to" refers to the binding, 
duplexing, or hybridizing of a molecule only to a particular nucleotide sequence tinder 




stringent hybridization conditions when that sequence is present in a complex mixture 
(e.g.. total cellular or library DNA or RNA). 

The phrase "stringent hybridization conditions" refers to conditions under 
which a probe will hybridize to its target subsequence, typical 1\ in a complex mixture 
5 of nucleic acid, but to no other sequences. Stringent conditions are sequence 
dependent and will be different in different circumstances. Longer sequences 
hybridize specifically at higher temperatures. An extensive guide to the hybridization 
of nucleic acids is found in Tijssen, Techniques in Biochemistry* and Molecular 
Biology - Hybridisation with Nucleic Probes. "Overview of principles of 

10 hy bridization and the strategy of nucleic acid assays" (1993). Generally, stringent 
conditions are selected to be about 5-1 CP C lower than the thermal melting point (Tm) 
for the specific sequence at a defined ionic strength pH. The Tm is the temperature 
(under defined ionic strength, pH, and nucleic concentration) at which 50% of the 
probes complementary to the target hybridize to the target sequence at equilibrium (as 

15 the target sequences are present in excess, at Tm, 50% of the probes are occupied at 
equilibrium). Stringent conditions will be those in which the salt concentration is less 
than about 1.0 M sodium ion, typically about 0.01 to 1.0 M sodium ion concentration 
(or other salts) at pH 7.0 to 8.3 and the temperature is at least about 30 c C for short 
probes (e.g.. 10 to 50 nucleotides) and at least about 60~ C for long probes (e.g., 

20 greater than 50 nucleotides). Stringent conditions may also be achieved with the 
addition of destabilizing agents such as formamide. For selective or specific 
hybridization, a positive signal is at least two times background, optionally 10 times 
background hybridization. Exemplary' stringent hybridization conditions can be as 
following: 50% formamide. 5x SSC. and 1% SDS, incubating at 42 C C. or. 5x SSC 

25 1% SDS. incubating at 65 ; C. with wash in 0.2x SSC. and 0.1 % SDS at 65°C. Such 
hybridizations and wash steps can be carried out for, e.g.. 1, 2. 5. 10, 15, 30, 60; or 
more minutes. 

Nucleic acids that do not hybridize to each other under stringent conditions are 
still substantial!} related if the polypeptides which they encode are substantially 
30 related. This occurs, for example, when a copy of a nucleic acid is created using the 
maximum endon degeneracy permitted by the genetic code. In such cases, the nucleic 
acids typically hybridize under moderately stringent hybridization conditions. 




Exemplary "moderately stringent hybridization conditions" include a hybridization in 
a buffer of 40% formamide. 1 M NaC'l. 1% SDS at 37 C C\ and a wash in lx SSC at 
45 ~C. Such hybridizations and wash steps can be carried out for. e.g., 1, 2, 5, 10, 15. 
30, 60, or more minutes. A positive hybridization is at least twice background. Those 
5 of ordinary skill will readily recognize that alternative hybridization and wash 
conditions can be utilized to provide conditions of similar stringency. 

""Antibody" refers to a polypeptide comprising a framework region from an 
immunoglobulin gene or fragments thereof that specifically binds and recognizes an 
antigen. The recognized immunoglobulin genes include the kappa, lambda, alpha, 

10 gamma, delta, epsilon. and mu constant region genes, as well as the myriad 
immunoglobulin variable region genes. Light chains are classified as either kappa or 
lambda. Heavy chains are classified as gamma, mu, alpha, delta, or epsilon, which in 
turn define the immunoglobulin classes, IgG, IgM, IgA, IgD and IgE, respectively. 

An exemplary immunoglobulin (antibody) structural unit comprises a tetramer. 

15 Each tetramer is composed of two identical pairs of polypeptide chains, each pair 
having one "light" (about 25 kDa) and one "heavy" chain (about 50-70 kDa). The X- 
terminus of each chain defines a variable region of about 100 to 1 10 or more amino 
acids primarily responsible for antigen recognition. The terms variable light chain 
(VL) and variable heavy chain ( VH) refer to these light and heavy chains respectively. 

20 A "chimeric antibody" is an antibody molecule in which (a) the constant 

region, or a portion thereof, is altered, replaced or exchanged so that the antigen 
binding site (variable region) is linked to a constant region of a different or altered 
class, effector function and or species, or an entirely different molecule which confers 
new properties to the chimeric antibody, e.g., an enzyme, toxin, hormone, growth 

25 factor, drug, ctc.\ or (b) the v ariable region, or a portion thereof is altered, replaced or 
exchanged with a variable region having a different or altered antigen specificity. 

An "anti-T2R" antibody is an antibody or antibody fragment that specifically 
binds a polypeptide encoded by a T2R gene, cDXA, or a subsequence thereof. 

1 he term "immunoassay" is an assay that uses an antibody to specifically bind 

30 an antigen. The immunoassay is characterized by the use of specific binding 
properties of a particular antibody to isolate, target, and or quantify the antigen. 




The phrase "specifically (or selecti\ ely ) binds" to an antibody or. "specifically 
(or selectively) immunoreactive with/* when referring to a protein or peptide, refers to 
a binding reaction that is determinative of the presence of the protein in a 
heterogeneous population of proteins and other biologies. Thus, under designated 
5 immunoassay conditions, the specified antibodies bind to a particular protein at least 
two times the background and do not substantially bind in a significant amount to 
other proteins present in the sample. Specific binding to an antibody under such 
conditions may require an antibody that is selected for its specificity for a particular 
protein. 

10 For example, polyclonal antibodies raised to a T2R family member from 

specific species such as rat, mouse, or human can be selected to obtain only those 
polyclonal antibodies that are specifically immunoreactive with the T2R polypeptide 
or an immunogenic portion thereof and not with other proteins, except for orthologs or 
polymorphic variants and alleles of the T2R polypeptide. This selection may be 

15 achieved by subtracting out antibodies that cross-react with T2R molecules from other 
species or other T2R molecules. Antibodies can also be selected that recognize only 
T2R GPCR family members but not GPCRs from other families. A variety of 
immunoassay formats may be used to select antibodies specifically immunoreactive 
with a particular protein. For example, solid-phase ELISA immunoassays are 

20 routinely used to select antibodies specifically immunoreactive with a protein (see, 
e.g.. Harlow & Lane, Antibodies, A Laboratory ManitaL (1988), for a description of 
immunoassay formats and conditions that can be used to determine specific 
immunoreactivity). T\pically a specific or selective reaction will be at least twice 
background signal or noise and more typically more than 10 to 100 times background. 

25 The phrase "selectively associates with" refers to the ability of a nucleic acid 

to "selectively hybridize" with another as defined above, or the ability of an antibody 
to "selectively (or specifically) bind to a protein, as defined above. 

The term "expression vector" refers to any recombinant expression system for 
the purpose of expressing a nucleic acid sequence of the invention in vitro or in vivo. 

30 constituti vely or inducibly. in any cell, including prokaryotic. yeast, fungal, plant, 
insect or mammalian cell. The term includes linear or circular expression systems. 
The term includes expression systems that remain episomal or integrate into the host 





cell genome. The expression systems can have the ability to self-replicate or not, i.e., 
drive only transient expression in a cell. The term includes recombinant expression 
"cassettes which contain only the minimum elements needed for transcription of the 
recombinant nucleic acid. 

By "host cell"* is meant a cell that contains an expression vector and supports 
the replication or expression of the expression vector. Host cells may be prokaryotic 
cells such as E. toll, or eukaryotic cells such as yeast, insect, amphibian, or 
mammalian cells such as CHO, HeLa, HEK-293, and the like, e.g., cultured cells, 
explants, and cells /// vivo. 



Isolation and expression of the T2Rs, or fragments or variants thereof, of the 
invention can be effected by well established cloning procedures using probes or 
primers constructed based on the T2R nucleic acids sequences disclosed in the 
15 application. Related T2R sequences may also be identified from human or other 
species genomic databases using the sequences disclosed herein and known computer- 
based search technologies, e.g., BLAST sequence searching. In a particular 
embodiment, the pseudogenes disclosed herein can be used to identify functional 
alleles or related genes. 

20 Expression vectors can then be used to infect or transfect host cells for the 

functional expression of these sequences. These genes and vectors can be made and 
expressed /// vitro or /// vivo. One of skill will recognize that desired phenotypes for 
altering and controlling nucleic acid expression can be obtained by modulating the 
expression or activity of the genes and nucleic acids (e.g., promoters, enhancers and 

25 the like) within the vectors of the invention. Any of the known methods described for 
increasing or decreasing expression or activity can be used. The invention can be 
practiced in conjunction with any method or protocol known in the art. which are well 
described in the scientific and patent literature. 



30 chemical synthesis techniques, as described in, e.g.. Carruthers. Cold Spring Harbor 
Symp. Quant. Biol. 47:411-18 (1982); Adams. Am. Chem. Soc. 105:661 (19S3); 
Belousov. Xuclen- Aenls Res. 25:3440-3444 (199"); Frenkel. Free Radio. Biol. Med. 
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c. 



Isolation and Expression of T2Rs 



Alternati velv, these nucleic acids can be svnthesi/ed /// vitro bv well-known 
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1 9:3^3-380 (1995), Blommers, Biochemistry 33:7S8(>-7S96 (1994): Narang. Mali, 
luizymol. 08:90 ( 1979); Brow n, Mcth. Enzyniol. 68:199 (1979); Beaucage, Tetra. Lett. 
22:1859 (1981); U.S. Patent No. 4,458,066. Double-stranded DNA fragments may 
then be obtained either by synthesizing the complementary strand and annealing the 
5 strands together under appropriate conditions, or by adding the complementary strand 
using DNA polymerase with an appropriate primer sequence.. 

Techniques for the manipulation of nucleic acids, such as, for example, for 
generating mutations in sequences, subcloning. labeling probes, sequencing, 
hybridization and the like are well described in the scientific and patent literature. 

1(3 Sec, e.g., Sambrook, ed.. Molecular Cloning: A Laboratory Manual (2nd eel.), Vols. 
1-3, Cold Spring Harbor Laboratory (1989); Ausubel, ed.. Current Protocols in 
Molecular Biology, John Wiley & Sons, Inc., New York (1997); Tijssen, ed.. 
Laboratory Techniques in Biochemist fy and Molecular Biology: Hybridization With 
Xucleic Acid Probes, Part I, Theory and Xucleic Acid Preparation, Elsevier, N.Y. 

15 (1993). 

Nucleic acids, vectors, capsids, polypeptides, and the like can be analyzed and 
quantified by any of a number of general means well known to those of skill in the art. 
These include, eg., analytical biochemical methods such as NMR, spectrophotometry, 
radiography, electrophoresis, capillary electrophoresis, high performance liquid 

20 chromatography (HPLC), thin layer chromatography (TLC). and hyperdiffusion 
chromatography, various immunological methods, e.g., fluid or gel precipitin 
reactions, immunodiffusion, Immunoelectrophoresis, radioimmunoassays (RIAs), 
enzyme-linked immunosorbent assays ( ELISAs), immuno-fluorescent assays. 
Southern analysis. Northern analysis, dot-blot analysis, gel electrophoresis (e.g., SDS- 

25 PAGE), RT-PGR, quantitative PGR, other nucleic acid or target or signal 
amplification methods, radio labeling. scintillation counting, and affinity 
chromatography 

Oligonucleotide primers may be used to amplify nucleic acids encoding a T2R 
ligand-binding region. The nucleic acids described herein can also be cloned or 
30 measured quantitatively using amplification techniques. Amplification methods are 
also well known in the art, and include, e.g., polymerase chain reaction (PGR) (Innis 
ed.. PCR Protocols, a (iiinlc to Methods ami Applications, Academic Press. N.Y. 




(1990); Innis ed., PCR Strategics, Academic Press, Inc., N.Y. (1995)); hgase chain 
reaction (LCR) (Wu. (Genomics, 4:560 (19S9); Landegren. Science, 241:1077 (19SS); 
Barnnger, Cene. S9:1I7 (1990)); transcription amplification (Kwoh. PXAS, 86:1173 
( 19S9)); self-sustained sequence replication (Guatelli. PXAS. S7 1S"4 ( 1990)); Q Beta 
5 replicase amplification (Smith, ./. Clin. Microbiol, 35:1477-91 (1997)); automated Q- 
heta replicase amplification assay (Burg, MoL Cell. Probes, 1(1:257-71 (1996)); and 
other RNA polymerase mediated techniques (e.g., NASBA. Cangene, Mississauga, 
Ontario). See also, Berger, Methods Enzymoi, 152:307-16 (1987); Sambrook; 
Ausubel; U.S. Patent Nos. 4,683,195 and 4,683,202; Sooknanan, Biotechnology, 

10 13:563-64 (1995). 

Once amplified, the nucleic acids, either individually or as libraries, may be 
cloned according to methods known in the art, if desired, into any of a variety of 
vectors using routine molecular biological methods; methods for cloning in vitro 
amplified nucleic acids are described, e.g., U.S. Pat. No. 5,426.039. To facilitate 

15 cloning of amplified sequences, restriction enzyme sites can be "built into" the PCR 
primer pair. For example. Pst I and Bsp El sites were designed into the exemplary 
primer pairs of the invention. These particular restriction sites have a sequence that, 
when ligated, are "in-frame" with respect to the 7-membrane receptor "donor" coding 
sequence into which they are spliced (the ligand-binding region coding sequence is 

20 internal to the 7-membrane polypeptide, thus, if it is desired that the construct be 
translated downstream of a restriction enzyme splice site, out of frame results should 
be avoided; this may not be necessary if the inserted ligand-binding region comprises 
substantially most of the transmembrane VII region). The primers can be designed to 
retain the original sequence of the "donor" 7-membrane receptor. Alternatively, the 

25 primers can encode amino acid residues that are conservative substitutions (e.g. , 
hydrophobic for hydrophobic residue, see above discussion) or functionally benign 
substitutions {e.g. , do not prevent plasma membrane insertion, cause cleavage by 
peptidase, cause abnormal folding of receptor, and the like). 

The primer pairs may be designed to selectively amplify ligand-binding 

30 regions of T2R proteins. These binding regions may vary for different ligands; thus, 
what may be a minimal binding region for one hgand. may be too limiting for a 
second potential ligand. Thus, binding regions of different sizes comprising different 
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domain structures may he amplified; for example, transmembrane (TM) domains II 
through VII, III through VII, III through VI or II through VI, or variations thereof U\#\, 
only a subsequence of a particular domain, mixing the order of the domains, and the 
like), of a 7-transmembrane T2R. 
5 As domain structures and sequence of many 7-membrane T2R proteins are 

known, the skilled artisan can readily select domain-flanking and internal domain 
sequences as model sequences to design degenerate amplification primer pairs. For 
example, a nucleic acid sequence encoding domain regions II through VII can be 
generated by PCR amplification using a primer pair. To amplify a nucleic acid 

10 comprising transmembrane domain I (TM I) sequence, a degenerate primer can be 
designed from a nucleic acid that encodes the amino acid sequence of the T2R family 
consensus sequence 1 described above. Such a degenerate primer can be used to 
generate a binding region incorporating TM I through TM III, TM I through TM IV, 
TM I through TM V, TM I through TM VI or TM I through TM VII). Other 

15 degenerate primers can be designed based on the other T2R family consensus 
sequences provided hrerein. Such a degenerate primer can be used to generate a 
binding region incorporating TM III through TM IV, TM III through TM V, TM III 
through TM VI or TM III through TM VII. 

Paradigms to design degenerate primer pairs are well known in the art. For 

20 example, a COnsensus-DEgenerate Hybrid Oligonucleotide Primer (CODEHOP) 
strategy computer program is accessible as http: blocksThcrc.org/codehop.html, and 
is directly linked from the BlockMaker multiple sequence alignment site for hybrid 
primer prediction beginning with a set of related protein sequences, as known taste 
receptor ligand-bindmg regions (see. e.g.. Rose. Xucleic Acids Res., 26:1628-35 

25 (1998); Singh, Bioiechmqnes, 24:3 IS- 19 (1998)). 

Means to synthesize oligonucleotide primer pairs are well known in the art. 
"Natural" base pairs or synthetic base pairs can be used, f or example, use of artificial 
nucleobases offers a versatile approach to manipulate primer sequence and generate a 
more complex mixture of amplification products. Various families of artificial 

30 nucleobases are capable of assuming multiple hydrogen bonding orientations through 
internal bond rotations to provide a means for degenerate molecular recognition. 
Incorporation of these analogs into a single position of a PCR primer allows for 




generation of a complex library of amplification products. Sec. e.g.. Hoops, Xuc/eic 
Acids Res.. 25:4866-71 (1997). Nonpolar molecules can also be used to mimic the 
shape of natural DNA bases. A non-hydrogen-bonding shape mimic for adenine can 
replicate efficiently and selectively against a nonpolar shape mimic for thymine (sec, 
5 e.g., Morales, Xat. Struct. Biol.. 5:950-54 ( 199S)). For example, two degenerate bases 
can be the pyrimidine base 6H, 8H-3,4-dihydropyrimido[4,5-c][ 1 ,2]oxazin-7-one or 
the purine base N6-methoxy-2,6-diaminopurine (see, e.g.. Hill, PXAS* 95:4258-63 
(1998)). Exemplary degenerate primers of the invention incorporate the nucleobase 
analog 5'4^imetlu^xytrit\l-N-benzoyl-2 , -deox\-Cytidine3'-[(2-c>anoetl\vl)-(N.N- 

10 diisopropyl)]-phosphoramidite (the term "P" in the sequences, see above). This 
pyrimidine analog hydrogen bonds with purines, including A and G residues. 

Polymorphic variants, alleles, and interspecies homologs that are substantially 
identical to a taste receptor disclosed herein can be isolated using the nucleic acid 
probes described above. Alternatively, expression libraries can be used to clone T2R 

15 polypeptides and polymorphic variants, alleles, and interspecies homologs thereof, by- 
detecting expressed homologs immunologically with antisera or purified antibodies 
made against a T2R polypeptide, which also recognize and selectively bind to the T2R 
homolog. 

Nucleic acids that encode ligand-binding regions of taste receptors may be 
20 generated by amplification (e.g., PCR) of appropriate nucleic acid sequences using 
appropriate (perfect or degenerate) primer pairs. The amplified nucleic acid can be 
genomic DNA from any cell or tissue or mRNA or cDNA derived from taste receptor- 
expressing cells. 

In one embodiment, hybrid protein-coding sequences comprising nucleic acids 
25 encoding T2Rs fused to a translocation sequences may be constructed. Also provided 
are hybrid T2Rs comprising the translocation motifs and tastant-binding regions of 
other families of chemosensory receptors, particularly taste receptors. These nucleic 
acid sequences can be operably linked to transcriptional or translational control 
elements, e.g.. transcription and translation initiation sequences, promoters and 
30 enhancers, transcription and translation terminators, polyadenylation sequences, and 
other sequences useful for transcribing DNA into RNA. In construction of 
recombinant expression cassettes, vectors, and transgenics, a promoter fragment can 
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be employed to direct expression of the desired nucleic acid in all desired cells or 
tissues. 

In another embodiment, fusion proteins may include C-terminal or N-terminal 
translocation sequences. Further, fusion proteins can comprise additional elements, 
5 e.g.. for protein detection, purification, or other applications. Detection and 
purification facilitating domains include, e.g.. metal chelating peptides such as 
polyhistidine tracts, histidine-tryptophan modules, or other domains that allow 
purification on immobilized metals; maltose binding protein; protein A domains that 
allow purification on immobilized immunoglobulin; or the domain utilized in the 

10 FLAGS extension, affinity purification system (Immunex Corp, Seattle WA). 

The inclusion of a cleavable linker sequences such as Factor Xa (see, e.g., 
Ottavi, Biochimie, 80:289-93 (199S)), subtilisin protease recognition motif (see, e.g., 
Polyak, Protein Eng., 10:615-19 (1997)); entcrokinase (Invitrogeru San Diego, CA), 
and the like, between the translocation domain (for efficient plasma membrane 

15 expression) and the rest of the newly translated polypeptide may be useful to facilitate 
purification. For example, one construct can include a polypeptide encoding a nucleic 
acid sequence linked to six histidine residues followed by a thioredoxin, an 
enterokinase cleavage site (see, e.g., Williams, Biochemistry\ 34:1787-97 (1995)), and 
an C-terminal translocation domain. The histidine residues facilitate detection and 

20 purification while the enterokinase cleavage site provides a means for purifying the 
desired protein(s) from the remainder of the fusion protein. Technology pertaining to 
vectors encoding fusion proteins and application of fusion proteins are well described 
in the scientific and patent literature (see, e.g., Kroll, DXA Cell. BioL. 12:441-53 
(1993)). 

25 Expression vectors, either as individual expression vectors or as libraries of 

expression vectors, comprising the ligand-binding region encoding sequences may be 
introduced into a genome or into the cytoplasm or a nucleus of a cell and expressed by 
a variety of conventional techniques, well described in the scientific and patent 
literature. See. c.^., Roberts, Suture, 328:731 (19S7); Berger supra; Schneider, 

30 Protein Pxpr. Purify 6435:10 (1995); Sambrook; Tijssen; Ausubel. Product 
information from manufacturers of biological reagents and experimental equipment 
also provide in formation regarding know n biological methods. The vectors can be 
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isolated from natural sources, obtained from such sources as ATCC or GenBank 
libraries, or prepared by synthetic or recombinant methods. 

The nucleic acids can be expressed in expression cassettes, vectors or viruses 
which are stably or transiently expressed in cells (e.g.. episomal expression systems). 
5 Selection markers can be incorporated into expression cassettes and vectors to confer 
a selectable phenotype on transformed cells and sequences. For example, selection 
markers can code for episomal maintenance and replication such that integration into 
the host genome is not required. For example, the marker may encode antibiotic 
resistance (e.g., chloramphenicol, kanamycin, G418, bleomycin, hvgromycin) or 

10 herbicide resistance (e.g., chlorosulfuron or Basta) to permit selection of those cells 
transformed with the desired DNA sequences (see, e.g., Blondelet-Rouault, Gene. 
190:315-17 (1997); Aubrccht, J. Pharmacol. Exp. Titer., 281:992-97 (1997)). 
Because selectable marker genes conferring resistance to substrates like neomycin or 
hvgromycin can only be utilized in tissue culture, chemoresistance genes are also used 

15 as selectable markers in vitro and in vivo. 

A chimeric nucleic acid sequence may encode a T2R ligand-binding region 
within any 7-transmembrane polypeptide. Because 7-transmembrane receptor 
polypeptides have similar primary sequences and secondary and tertiary structures, 
structural domains (e.g., extracellular domain, TM domains, cytoplasmic domain, etc.) 

20 can be readily identified by sequence analysis. For example, homology modeling, 
Fourier analysis and helical periodicity detection can identify and characterize the 
seven domains with a 7-transmembrane receptor sequence. Fast Fourier Transform 
(FFT) algorithms can be used to assess the dominant periods that characterize profdes 
of the hydrophobicity and variability of analyzed sequences. Periodicity detection 

25 enhancement and alpha helical periodicity index can be done as by, e.g., Donnelly, 
Protein Sci., 2:55-70 (1993). Other alignment and modeling algorithms are well 
known in the art (sec. e.g., Peitsch. Receptors Channels. 4:161-64 (1996); Kyle & 
Doolittle, J. Mcl. Biol., 157:105-32 (19S2); Cronet, Protein Eng.. 6:59-64 (1993): 
http: bioinfo.weizmann.ac.il/). 

30 The present invention also includes not only the nucleic acid molecules and 

polypeptides having the specified nucleic and ammo acid sequences, but also 
fragments thereof, particularly fragments of, e.g., 40. 60, 80. 100. 150, 200, or 250 
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nucleotides, or more, as well as polypeptide fragments of, e.g., 10, 20. 30. 50, 70, 100, 
or 150 amino acids, or more. Optionally, the nucleic acid fragments can encode an 
antigenic polypeptide that is capable of binding to an antibody- raised against a T2R 
family member. Further, a protein fragment of the invention can optionally be an 
5 antigenic fragment that is capable of binding to an antibody raised against a T2R 
family member. 

Also contemplated are chimeric proteins, comprising at least 10, 20, 30, 50, 
70, 100, or 150 amino acids, or more, of one of at least one of the T2R polypeptides 
described herein, coupled to additional amino acids representing all or part of another 

10 GPCR, preferably a member of the 7 transmembrane superfamily. These chimeras 
can be made from the instant receptors and another GPCR. or they can be made by 
combining two or more of the present receptors. In one embodiment, one portion of 
the chimera corresponds to, or is derived from the transmembrane domain of a T2R 
polypeptide of the invention. In another embodiment, one portion of the chimera 

15 corresponds to, or is derived from the one or more of the transmembrane regions of a 
T2R polypeptide described herein, and the remaining portion or portions can come 
from another GPCR. Chimeric receptors are well known in the art, and the techniques 
for creating them and the selection and boundaries of domains or fragments of G 
Protein-Coupled Receptors for incorporation therein are also well known. Thus, this 

20 knowledge of those skilled in the art can readily be used to create such chimeric 
receptors. The use of such chimeric receptors can provide, for example, a taste 
selectivity characteristic of one of the receptors specifically disclosed herein, coupled 
with the signal transduction characteristics of another receptor, such as a well known 
receptor used in prior art assay systems. 

25 For example, a region such as a ligand-binding region, an extracellular 

domain, a transmembrane domain, a transmembrane domain, a cytoplasmic domain, 
an N-tenninal domain, a C-terminal domain, or any combination thereof, can be 
covalently linked to a heterologous protein. For instance, a T2R transmembrane 
region can be linked to a heterologous GPCR transmembrane domain, or a 

30 heterologous GPCR extracellular domain can be linked to a T2R transmembrane 
region. Other heterologous proteins of choice can include, e.g.* green fluorescent 
protein, [i-gal. glutamtate receptor, and the rhodopsin N-terminus. 
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Also w ithin the scope of the invention are host cells for expressing the T2Rs, 
fragments, or variants of the invention. To obtain high levels of expression of a 
cloned gene or nucleic acid, such as cDNAs encoding the T2Rs, fragments, or variants 
of the inv ention, one of skill typically subclones the nucleic acid sequence of interest 
5 into an expression vector that contains a strong promoter to direct transcription, a 
transcription translation terminator, and if for a nucleic acid encoding a protein, a 
ribosome binding site for translational initiation. Suitable bacterial promoters are well 
known in the art and described, e.g., in Sambrook et al. However, bacterial or 
eukaryotic expression systems can be used. 

10 Any of the well-known procedures for introducing foreign nucleotide 

sequences into host cells may be used. These include the use of calcium phosphate 
transfection, polybrene, protoplast fusion, electroporation, liposomes, microinjection, 
plasma vectors, viral vectors and any of the other well known methods for introducing 
cloned genomic DNA, cDNA, synthetic DNA or other foreign genetic material into a 

15 host cell (see, e.g., Sambrook et al.) It is only necessary that the particular genetic 
engineering procedure used be capable of successfully introducing at lest one nucleic 
acid molecule into the host cell capable of expressing the T2R, fragment, or variant of 
interest. 

After the expression vector is introduced into the cells, the transfected cells are 
20 cultured under conditions favoring expression of the receptor, fragment, or variant of 
interest, which is then recovered from the culture using standard techniques. 
Examples of such techniques are well known in the art. See, e.g., WO 00/06593, 
which is incorporated by reference in a manner consistent with this disclosure. 

25 D. Immunological Detection of T2Rs 

In addition to the detection of T2R genes and gene expression using nucleic 
acid hybridization technology, one can also use immunoassays to detect T2Rs, e.g., to 
identify taste receptor cells, and variants of T2R family members. Immunoassays can 
be used to qualitatively or quantitatively analyze the T2Rs. A general overview of the 
30 applicable technology can be found in Harlow &. Lane, Antibodies: A Laboratory 
Manual ( 19SS). 
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1 . Antibodies to 12 R family members 

Methods of producing polyclonal and monoclonal antibodies that react 
specifically with a T2R family member are know n to those of skill in the art (.svc\ e.g., 
Coligan, Current Protocols in Ininiunology (1991); Harlow &. Lane, supra; Coding, 
5 Monoclonal Antibodies: Principles and Practice (2d ed. 19S6); and Kohler & 
Milstcin. Xaturc* 256:495-97 (1975)). Such techniques include antibody preparation 
by selection of antibodies from libraries of recombinant antibodies in phage or similar 
vectors, as well as preparation of polyclonal and monoclonal antibodies by 
immunizing rabbits or mice (see, e.g., Huse et al., Science, 246:1275-81 ( 1989); Ward 

10 et al. Suture, 341:544-46 (1989)). 

A number of T2R-comprising immunogens may be used to produce antibodies 
specifically reactive with a T2R family member. For example, a recombinant T2R 
protein, or an antigenic fragment thereof, can be isolated as described herein. Suitable 
antigenic regions include, e.g. , the consensus sequences disclosed above that can be 

15 used to identify members of the T2R family. Recombinant proteins can be expressed 
in eukaryotic or prokaryotic cells as described above, and purified as generally known 
in the art. Recombinant protein is a preferred immunogen for the production of 
monoclonal or polyclonal antibodies. Alternatively, a synthetic peptide derived from 
the sequences disclosed herein and conjugated to a carrier protein can be used an 

20 immunogen. Naturally occurring protein may also be used either in pure or impure 
form. The product may then be injected into an animal capable of producing 
antibodies. Either monoclonal or polyclonal antibodies may be generated, for 
subsequent use in immunoassays to measure the protein. 

More specifically, methods of production of polyclonal antibodies are known 

25 to those of skill in the art. For example, an inbred strain of mice (e.g., BALB/C mice) 
or rabbits may be immunized with a T2R polypeptide using a standard adjuvant, such 
as Freund's adjuvant, and a standard immunization protocol. The animal's immune 
response to the immunogen preparation may then be monitored by taking test bleeds 
and determining the titer of reactivity to the T2R. When appropriately high titers of 

30 antibody to the immunogen are obtained, blood may be collected from the animal and 
antisera may be prepared. Further fractionation of the antisera to enrich for antibodies 
reactive to the T2R polypeptide can be done if desired {see Harlow & Fane, supra). 



-43 




Monoclonal antibodies may be obtained by various techniques familiar to 
those skilled in the art. Briefly, spleen cells from an animal immunized with a desired 
antigen may be immortalized, commonly by fusion with a myeloma cell [see kohler & 
Milstein. Eur. J. Immunol.. 6:51 1-1°- (1976)). Alternative methods of immortalization 
5 include transformation with Epstein Barr Virus, oncogenes, retroviruses, or other 
methods well known in the art. Colonies arising from single immortalized cells may 
then be screened for production of antibodies of the desired specificity and affinity for 
the antigen. Yield of the monoclonal antibodies produced by such cells may be 
enhanced by various techniques, including injection into the peritoneal cavity of a 

10 vertebrate host. Alternatively, one may isolate nucleic acid sequences that encode a 
monoclonal antibody, or a binding fragment thereof, by screening a nucleic acid 
library from human B cells according to the general protocol outlined by Huse el 
Science, 246:1275-81 (1989). 

Monoclonal antibodies and polyclonal sera are generally collected and titered 

15 against the immunogen protein in an immunoassay, e.g., a solid phase immunoassay 
with the immunogen immobilized on a solid support. Typically, polyclonal antisera 
with a titer of 104 or greater may be selected and tested for their cross reactivity 
against non-T2R proteins, or even other T2R family members or other related proteins 
from other organisms, using a competitive binding immunoassay. Specific polyclonal 

20 antisera and monoclonal antibodies will usually bind with a Kd of at least about 0.1 
mM, more usually at least about 1 pM, optionally at least about 0.1 pM or better, and 
optionally 0.01 pM or better. 

Once T2R family member specific antibodies are available, individual T2R 
proteins can be detected by a variety of immunoassay methods. For a review of 

25 immunological and immunoassay procedures, see Stites & Terr eds., Basic and 
Clinical Immunology* (7th ed. 1991). Moreover, the immunoassays of the present 
invention can be performed in any of several configurations, which are reviewed 
extensively in Maggio. ed.. Enzyme Immunoassay ( 19S0); and Harlow & Lane, supra. 
2. Immunological binding assavs 

30 T2R proteins can be detected and. or quantified using any of a number of well 

recognized immunological binding assays (see. e.g.. U.S. Patents 4.366,241; 
4.376,1 10; 4.51"'. 288; and 4,837,168). For a review of the general immunoassays, see 
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Asai, cd.. Methods in Cell Biology: Antibodies in Cell Biolo^w volume 3" (1993); 
Stites & Terr, eds., Basic and Clinical Immunology (7th cd. 1991). Immunological 
binding assays (or immunoassays) typically use an antibody that specifically binds to a 
protein or antigen of choice (in this case a T2R family member or an antigenic 
5 subsequence thereof). The antibody (e.g., anti-T2R) may be produced by any of a 
number of means well know n to those of skill in the art, as described above. 

Immunoassays also often use a labeling agent to specifically bind to, and label 
the complex formed by the antibody and antigen. The labeling agent may itself be one 
of the moieties comprising the antibody antigen complex. Thus, the labeling agent 

10 may be a labeled T2R polypeptide or a labeled anti-T2R antibody. Alternatively, the 
labeling agent may be a third moiety, e.g., a secondary antibody, that specifically 
binds to the antibody T2R complex (a secondary antibody is typically specific to 
antibodies of the species from which the first antibody is deriv ed). Other proteins 
capable of specifically binding immunoglobulin constant regions, such as protein A or 

15 protein G may also be used as the label agent. These proteins exhibit a strong non- 
immunogenic reactivity with immunoglobulin constant regions from a variety of 
species (see, e.g., Kronval et al, J. Immunol. * 1 1 1:1401-06 (1973); Akerstrom ct ai. 
J. Immunol., 135:2589-642 (1985)). The labeling agent can be modified with a 
detectable moiety, such as biotin, to which another molecule can specifically bind, 

20 such as streptavidin. A variety of detectable moieties are well known to those skilled 
in the art. 

Throughout the assays, incubation and or washing steps may be required after 
each combination of reagents. Incubation steps can vary from about 5 seconds to 
several hours, optionally from about 5 minutes to about 24 hours. However, the 

25 incubation time will generally depend upon the assay format, antigen, volume of 
solution, concentrations, and the like. Usually, the assays will be carried out at 
ambient temperature, although they can be conducted over a range of temperatures, 
e.g.. from about 10~C to about 40 C C. 

a. Non-competitive assay formats 

30 Immunoassays for detecting a T2R protein in a sample may be either 

competitive or noncompetitive. Noncompetitive immunoassays are assays in which 
the amount ol antigen is directly measured In one preferred "sandwich" assay, for 




example, the anti-T2R antibodies can be bound directly to a solid substrate on which 
they are immobilized. These immobilized antibodies may then capture any T2R 
protein present in the test sample. The T2R protein is thus immobilized, and is then 
bound by a labeling agent, such as a second T2R antibody bearing a label. 
5 Alternatively, the second antibody may lack a label, but it may, in turn, be bound by a 
labeled third antibody specific to antibodies of the species from which the second 
antibody is derived. The second or third antibody is typically modified with a 
detectable moiety, such as biotin, to which another molecule specifically binds, e.g.. 
streptavidin, to provide a detectable moiety. 

10 b. Competitive assav formats 

In competitive assays, the amount of T2R protein present in the sample is 
measured indirectly by measuring the amount of a known, added (exogenous) T2R 
protein displaced (competed away) from an anti-T2R antibody by the unknown T2R 
protein present in a sample. In one competitive assay, a known amount of T2R 

15 protein is added to a sample, and the sample is then contacted with an antibody that 
specifically binds to the T2R. The amount of exogenous T2R protein bound to the 
antibody is inversely proportional to the concentration of T2R protein present in the 
sample. In a particularly preferred embodiment, the antibody is immobilized on a 
solid substrate. The amount of T2R protein bound to the antibody may be determined 

20 either by measuring the amount of T2R protein present in a T2R/antibody complex, or 
alternatively by measuring the amount of remaining uncomplexed protein. The 
amount of T2R protein may be detected by providing a labeled T2R molecule. 

A hapten inhibition assay is another preferred competitive assay. In this assay 
the known T2R protein is immobilized on a solid substrate. A known amount of anti- 

25 T2R antibody is added to the sample, and the sample is then contacted with the 
immobilized T2R. The amount of anti-T2R antibody bound to the known 
immobilized 1 2R protein is inversely proportional to the amount of T2R protein 
present in the sample. Again, the amount of immobilized antibody may be detected 
by detecting either the immobilized fraction of antibody or the fraction of the antibody 

30 that remains in solution. Detection may be direct where the antibody is labeled, or 
indirect by the subsequent addition of a labeled moiety that specifically binds to the 
anti bod v as described above. 
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c. C ross- reactivity determinations 

Immunoassays in the competitive binding format can also be used for cross- 
reactivity determinations. For example, a protein at least partiallv encoded by the 
nucleic acid sequences disclosed herein can be immobilized to a solid support. 
5 Proteins (e.g.* T2R polypeptides and homologs thereof) may be added to the assay and 
thereby compete for binding of the antisera to the immobilized antigen. The ability of 
the added proteins to compete for binding of the antisera to the immobilized protein is 
compared to the ability of the T2R polypeptide encoded by the nucleic acid sequences 
disclosed herein to compete with itself. The percent cross-reactivity for the above 

10 proteins is calculated, using standard calculations. Those antisera with less than 10% 
cross-reactivity with each of the added proteins listed above are selected and pooled. 
The cross-reacting antibodies are optionally removed from the pooled antisera by 
immunoabsorption with the added considered proteins, e.g., distantly related 
homologs. In addition, peptides comprising amino acid sequences representing 

15 consensus sequences that may be used to identify members of the T2R family can be 
used in cross-reactivity determinations. 

The immunoabsorbed and pooled antisera may then be used in a competitive 
binding immunoassay as described above to compare a second protein, thought to be 
perhaps an allele or polymorphic variant of a T2R family member, to the immunogen 

20 protein (i.e., T2R protein encoded by the nucleic acid sequences disclosed herein). In 
order to make this comparison, the two proteins are each assayed at a wide range of 
concentrations and the amount of each protein required to inhibit 50% of the binding 
of the antisera to the immobilized protein is determined. If the amount of the second 
protein required to inhibit 50% of binding is less than 10 times the amount of the 

25 protein encoded by nucleic acid sequences disclosed herein required to inhibit 50% of 
binding, then the second protein is said to specifically bind to the polyclonal 
antibodies generated to a T2R immunogen. 

Antibodies raised against T2R consensus sequences can also be used to 
prepare antibodies that specifically bind only to GPCRs of the T2R family, but not to 

30 GPCRs from other families. For example, polyclonal antibodies that specifically bind 
to a particular member of the T2R family can be made by subtracting out cross- 
reactive antibodies using other T2R family members. Species-specific polyclonal 
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antibodies can be made in a similar way. For example, antibodies specific to human 
T2R1 can be made by. subtracting out antibodies that are cross-reactive with 
orthologous sequences, . rat T2R1 or mouse T2R1. 

d. Other assav formats 

5 Western blot (immunoblot) analysis may be used to detect and quantify the 

presence of T2R protein in a sample. The technique generally comprises separating 
sample proteins by gel electrophoresis on the basis of molecular weight, transferring 
the separated proteins to a suitable solid support, (e.g., a nitrocellulose filter, a nylon 
filter, or derivatized nylon filter), and incubating the sample with antibodies that 
10 specifically bind the T2R protein. The anti-T2R polypeptide antibodies then 
specifically bind to the T2R polypeptide on the solid support. These antibodies may 
be directly labeled, or alternatively may be subsequently detected using labeled 
antibodies (e.g.. labeled sheep anti-mouse antibodies) that specifically bind to the anti- 
T2R antibodies. 

15 Other, assay formats include liposome immunoassays (LIA), which use 

liposomes designed to bind specific molecules (e.g.. antibodies) and release 
encapsulated reagents or markers. The released chemicals are then detected according 
to standard techniques (see Monroe et aL, Amer. Clin. Prod. Rev., 5:34-41 (1986)). 

e. Reduction of non-specific binding 

20 One of skill in the art will appreciate that it is often desirable to minimize non- 

specific binding in immunoassays. Particularly, where the assay involves an antigen 
or antibody immobilized on a solid substrate it is desirable to minimize the amount of 
non-specific binding to the substrate. Means of reducing such non-specific binding 
are well known to those of skill in the art. Typically, these techniques involve coating 

25 the substrate with a proteinaceous composition. In particular, protein compositions 
such as bovine serum albumin (BSA). nonfat powdered milk, and gelatin are widely 
used, with powdered milk being most preferred. 

f. Labels 

The particular label or detectable group used in the assay is not a critical aspect 
30 of the invention, as long as it does not significantly interfere with the specific binding 
of the antibody used in the assay. The detectable group can be any material having a 
detectable physical or chemical property. Such detectable labels have been well 
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developed in the field of immunoassays and, in general, most any label useful in sueh 
methods can be applied to the present invention. Thus, a label is any composition 
detectable by spectroscopic, photochemical, biochemical, immunochemical, electrical, 
optical, or chemical means. Useful labels in the present invention include magnetic 
5 beads (e.g., DYNABEADS fluorescent dyes (e.g., fluorescein isothiocyanate, 
Texas red, rhodamine, and the like), radiolabels (e.g., ~H, l2 ~l, "S, !4 C, or " 2 P), 
enzymes (e.g., horseradish peroxidase, alkaline phosphatase and others commonly 
used in an ELISA), and colorimetric labels such as colloidal gold or colored glass or 
plastic beads (e.g., polystyrene, polypropylene, latex, etc.). 

10 The label may be coupled directly or indirectly to the desired component of the 

assay according to methods well known in the art. As indicated above, a wide variety 
of labels may be used, with the choice oi label depending on sensitivity required, ease 
of conjugation with the compound, stability requirements, available instrumentation, 
and disposal provisions. 

15 Non-radioactive labels are often attached by indirect means. Generally, a 

ligand molecule (e.g., biotin) is covalently bound to the molecule. The ligand then 
binds to another molecules (e.g., streptavidin) molecule, which is either inherently 
detectable or covalently bound to a signal system, such as a detectable enzyme, a 
fluorescent compound, or a chemiluminescent compound. The ligands and their 

20 targets can be used in any suitable combination with antibodies that recognize a T2R 
protein, or secondary antibodies that recognize anti-T2R. 

The molecules can also be conjugated directly to signal generating 
compounds, e.g., by conjugation with an enzyme or fluorophore. Enzymes of interest 
as labels will primarily be hydrolases, particularly phosphatases, esterases and 

25 glycosidases, or oxidotases, particularly peroxidases. Fluorescent compounds include 
fluorescein and its derivatives, rhodamine and its derivatives, dansyl, umbelliferone, 
etc. Chemiluminescent compounds include luciferin, and 2,3- 

dihydrophthalazinediones, e.g., luminol. For a review of various labeling or signal 
producing systems that may be used, see U.S. Patent No. 4,391,904. 

30 Means of detecting labels are well known to those of skill in the art. Thus, 

e.g., where the label is a radioactive label, means for detection include a scintillation 
counter or photographic Film as in autoradiography. Where the label is a fluorescent 
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label, it may be detected by exciting the lluorochrome with the appropriate 
wav elength of light and detecting the resulting fluorescence. The fluorescence may be 
detected visually, by means of photographic film, by the use of electronic detectors 
such as charge-coupled devices (CCDs) or photomultipliers and the like. Similarly, 
5 enzymatic labels may be detected by prov iding the appropriate substrates for the 
enzyme and detecting the resulting reaction product. Finally simple colorimetric 
labels may be detected simply by observing the color associated with the label. Thus, 
in various dipstick assays, conjugated gold often appears pink, while various 
conjugated beads appear the color of the bead. 
10 Some assay formats do not require the use of labeled components. For 

instance, agglutination assays can be used to detect the presence of the target 
antibodies. In this case, antigen coated particles are agglutinated by samples 
comprising the target antibodies. In this format, none of the components need be 
labeled and the presence of the target antibody is detected by simple visual inspection. 

15 

E. Detection of taste modulators 

Methods and compositions for determining whether a test compound 
specifically binds to a T2R polypeptide of the invention, both in vitro and in vivo are 
described below. Many aspects of cell physiology can be monitored to assess the 

20 effect of ligand-binding to a naturally occurring or chimeric T2Rs. These assays may 
be performed on intact cells expressing a T2R polypeptide, on permeabilized cells, or 
on membrane fractions produced by standard methods. 

Taste receptors bind tastants and initiate the transduction of chemical stimuli 
into electrical signals. An activated or inhibited G Protein will in turn alter the 

25 properties of target enzymes, channels, and other effector proteins. Some examples 
are the activation of cGMP phosphodiesterase by transducin in the visual system, 
adenylate cyclase by the stimulator}' G Protein, phospholipase C by Gq and other 
cognate G Proteins, and modulation of diverse channels by Gi and other G Proteins. 
Downstream consequences can also be examined such as generation of diacyl glycerol 

3o and IP3 by phospholipase C. and in turn, for calcium mobilization by 1P3. 



-SO- 




The T2R proteins or polypeptides of the assay will typically be selected from a 
polypeptide having a sequence of Sl£Q ID NOS: 2, 4, 6. 8, 10. 12, 14. 16, IS, 20, and 
24, or fragments or conservatively modi lied variants thereof. 

Alternatively, the T2R proteins of polypeptides of the assay can be derived 
5 from a eukaryote host cell, and can include an amino acid subsequence having amino 
acid sequence identity to SEQ ID NOS: 2, 4. 6. S, 10. 12, 14, 16, 18, 20, and 24, or 
conservatively modified variants thereof. Generally, the amino acid sequence identity 
will be at least 30% preferably 30-40%, more specifically 50-60, 70%, 75%, 80%, 
85%, 90%. 95%, 96%>, 97%, 98%, or 99%. Optionally, the T2R proteins or 

10 polypeptides of the assays can comprise a region of a T2R polypeptide, such as an 
extracellular domain, transmembrane region, cytoplasmic domain, ligand-binding 
domain, and the like. Optionally, the T2R polypeptide, or a portion thereof, can be 
covalently linked to a heterologous protein to create a chimeric protein used in the 
assays described herein. 

15 Modulators of T2R activity may be tested using T2R proteins or polypeptides 

as described above, either recombinant or naturally occurring. The T2R proteins or 
polypeptides can be isolated, expressed in a cell, expressed in a membrane derived 
from a cell, expressed in tissue or in an animal, either recombinant or naturally 
occurring. For example, tongue slices, dissociated cells from a tongue, transformed 

20 cells, or membranes can be used. Modulation can be tested using one of the //; vitro 
or in vivo assays described herein. 

1 . In vitro binding assays 

Taste transduction can also be examined in vitro with soluble or solid state 
reactions, using a T2R polypeptide or a chimeric molecule, such as an extracellular 

25 domain, transmembrane region, or combination thereof, of a T2R covalently linked to 
a heterologous signal transduction domain; or a heterologous extracellular domain 
and or transmembrane region covalently linked to the transmembrane and, or 
cytoplasmic domain of a T2R protein or polypeptide. Furthermore, ligand-binding 
regions of a T2R polypeptide can be used //; vitro in soluble or solid state reactions to 

30 assay for ligand binding. In numerous embodiments, a chimeric receptor can be made 
that comprises all or part of a T2R polypeptide, as well an additional sequence that 
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facilitates the localization of the T2R to the membrane, such as a rhodopsin. e.g., an 
N-terminal fragment of a rhodopsin protein. 

Ligand binding to a T2R protein, a ligand-binding region, or chimeric protein 
can be tested in solution, in a bi layer membrane, attached to a solid phase, in a lipid 
5 monolayer, or in vesicles. Binding of a modulator can be tested using, e.g., changes in 
spectroscopic characteristics (e.g., fluorescence, absorbance, refractive index) 
hydrodynamic (e.g.. shape), chromatographic, or solubility properties. 

T2R-G Protein interactions can also be examined. For example, binding of the 
G Protein to the T2R polypeptide or its release from the polypeptide can be examined. 

10 In the absence of GTP, an activator will lead to the formation of a tight complex of a 
G protein (all three subunits) with the T2R. This complex can be detected in a variety 
of ways, as noted above. Such an assay can be modified to search for inhibitors, e.g., 
by adding an activ ator to the T2R and G protein in the absence of GTP, which form a 
tight complex, and then screen for inhibitors by looking at dissociation of the T2R-G 

15 protein complex. In the presence of GTP, release of the alpha subunit of the G protein 
from the other two G protein subunits serves as a criterion of activation. 

In another embodiment of the invention, a GTPyS assay may be used. As 
described above, upon activ ation of a GPCR, the Gu subunit of the G protein complex 
is stimulated to exchange bound GDP for GTP. Ligand-mediated stimulation of G 

20 protein exchange activity can be measured in a biochemical assay measuring the 
binding of added radioacttveiy-labeled GTPy^S to the G protein in the presence of a 
putative ligand. Typically, membranes containing the chemosensory receptor of 
interest are mixed with a complex of G proteins. Potential inhibitors and 'or activators 
and GTPyS are added to the assay, and binding of GTPyS to the G protein is 

25 measured. Binding can be measured by liquid scintillation counting or by any other 
means known in the art. including scintillation proximity assays (SPA). In other 
assays formats. Huorescently-labeled GTPyS can be utilized. 

In particularly preferred embodiments, T2R-gustducin interactions may be 
monitored as a function of T2R receptor activation. I 7 or instance, mouse T2R5 shows 

3<) strong cyeloheximide dependent coupling with gustducm. Such ligand dependent 
coupling of T2R receptors with gustducm can be used as a marker to identity 
modifiers of anv member of the T2R familv. 




2. Fluorescence Polarization Assays 

In another embodiment. Fluorescence Polarization <"FP") based assa\s may be 
used to detect and monitor Iigand binding. Fluorescence polarization is a versatile 
laboratory technique for measuring equilibrium binding, nucleic acid hybridization, 
5 and en/ymatic activity. Fluorescence polarization assays are homogeneous in that 
they do not require a separation step such as centn [ligation, filtration, 
chromatography, precipitation, or electrophoresis. These assays are done in real time, 
directly in solution and do not require an immobilized phase. Polarization values can 
be measured repeatedly and after the addition of reagents since measuring the 

10 polarization is rapid and does not destroy the sample. Generally, this technique can be 
used to measure polarization values of fluorophores from low picomolar to 
micromolar levels. This section describes how fluorescence polarization can be used 
in a simple and quantitative way to measure the binding of ligands to the T2R 
polypeptides of the invention. 

15 When a fluorescently labeled molecule is excited with plane polarized light, it 

emits light that has a degree of polarization that is inversely proportional to its 
molecular rotation. Farge fluorescently labeled molecules remain relatively stationary- 
during the excited state (4 nanoseconds in the case of fluorescein) and the polarization 
of the light remains relatively constant between excitation and emission. Small 

20 fluorescently labeled molecules rotate rapidly during the excited state and the 
polarization changes significantly between excitation and emission. Therefore, small 
molecules have low polarization values and large molecules have high polarization 
values. For example, a single-stranded fluorescein-labeled oligonucleotide has a 
relatively low polarization value but when it is hybridized to a complementary strand, 

25 it has a higher polarization value. When using FP to detect and monitor tastant- 
binding which may activate or inhibit the chemosensory receptors of the invention, 
fluorescence-labeled tastants or auto-fluorescent tastants may be used. 
Fluorescence polarization (P) is defined as: 

hit u - hit 

P • ^- ■- 

hu u - hit 

3 * > Where [I is the intensity of the emission light parallel to the excitation light 

plane and Int _ is the intensity of the emission light perpendicular to the excitation 




light plane. P. being a ratio of light intensities, is a dimensionless number. I ; or 
example, the Beacon S> and Beacon 2000 1M System may be used in connection with 
these assays. Such systems topically express polarization in millipolan/ation units (I 
Polarization Unit =1000 mP Units). 
5 The relationship betw een molecular rotation and size is described by the Pernn 

equation. Summarily, the Pernn equation states that polarization is directly 
proportional to the rotational relaxation time, the time that it takes a molecule to rotate 
through an angle of approximately 68.5° Rotational relaxation time is related to 
viscosity (r|), absolute temperature (T), molecular volume (V), and the gas constant 
10 (R) by the following equation: 

Rotational KclaxationTime = 

RT 

The rotational relaxation time is small 1 nanosecond) for small molecules 
(e.g. fluorescein) and large 100 nanoseconds) for large molecules (e.g. 

immunoglobulins). If viscosity and temperature are held constant, rotational 

15 relaxation time, and therefore polarization, is directly related to the molecular volume. 
Changes in molecular volume may be due to interactions with other molecules, 
dissociation, polymerization, degradation, hybridization, or conformational changes of 
the fluoresccntly labeled molecule. For example, fluorescence polarization has been 
used to measure enzymatic cleavage of large fluorescein labeled polymers by 

20 proteases, DNases, and RNases. It also has been used to measure equilibrium binding 
for protein protein interactions, antibody antigen binding, and protein/DXA binding. 
3. Solid state and soluble high throughput assays 

In yet another embodiment, the invention provides soluble assays using a T2R 
polypeptide; or a cell or tissue expressing a T2R polypeptide. In another embodiment, 
25 the invention provides solid phase based /;/ vitro assays in a high throughput format, 
where the T2R polypeptide, or cell or tissue expressing the T2R polypeptide is 
attached to a solid phase substrate. 

In the high throughput assays of the invention, it is possible to screen up to 
several thousand different modulators or hgands in a single day. In particular, each 
30 well of a microUter plate can be used to run a separate assay against a selected 
potential modulator, or, i f concentration or incubation time effects are to be observed. 
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every 5-1') wells can test a single modulator. Thus, a single standard microliter plate 
can assay about 100 {e.g.. 90) modulators. If 1536 well plates are used, then a single 
plate can easily assay from about 1 000 to about 1500 different compounds.. It is also 
possible to assay multiple compounds in each plate well. Further, it is possible to 
5 assay sev eral different plates per day allow ing for assay screens of about 6.000-20,000 
compounds per day. More recently, microfluidic approaches to reagent manipulation 
have been developed. 

The molecule of interest can be bound to the solid state component, directly or 
indirectly, via covalent or non-covalent linkage, e.g., via a tag. The tag can be any of 

10 a variety of components. In general, a molecule which binds the tag (a tag binder) is 
fixed to a solid support, and the tagged molecule of interest {e.g.. the taste 
transduction molecule of interest) is attached to the solid support by interaction of the 
tag and the tag binder. 

A number of tags and tag binders can be used, based upon known molecular 

15 interactions well described in the literature. For example, where a tag has a natural 
binder, for example, biotin, protein A, or protein G, it can be used in conjunction with 
appropriate tag binders (avidin. streptavidin, neutravidin, the Fc region of an 
immunoglobulin, etc.). Antibodies to molecules with natural binders such as biotin 
are also widely available and appropriate tag binders (see, SIGMA Immunochemicals 

20 1998 catalogue, SIGMA, St. Louis MO). 

Similarly, any haptenic or antigenic compound can be used in combination 
with an appropriate antibody to form a tag. tag binder pair. Thousands of specific 
antibodies are commercially available and many additional antibodies are described in 
the literature. For example, in one common configuration, the tag is a first antibody 

25 and the tag binder is a second antibody which recognizes the first antibody. In 
addition to antibody-antigen interactions, receptor-ligand interactions are also 
appropriate as tag and tag-binder pairs. For example, agonists and antagonists of cell 
membrane receptors {e.g.. cell receptor-ligand interactions such as transferrin, c-kit, 
viral receptor ligands, cytokine receptors, chemokine receptors, interleukin receptors, 

30 immunoglobulin receptors and antibodies, the cadherein family, the integrin family, 
the selectm family, and the like; see. e.g.. Pigott & Power, The Adhesion Molecule 
Fiicts Book I (1903)). Similarly, toxins and venoms, viral epitopes, hormones {e.g.. 




opiates, steroids, etc. ), intracellular receptors [e.g., which mediate the elTects of 
various small ligands, including steroids, thyroid hormone, retinoids and vitamin D; 
peptides), drugs, lectins, sugars, nucleic acids (both linear and evelic polymer 
configurations), oligosaccharides, proteins, phospholipids and antibodies can all 
5 interact with various cell receptors. 

Synthetic polymers, e.g., polyurethanes, polyesters, polycarbonates, polyureas, 
polyamides, polyethyleneimincs, polyarylene sulfides, polysiloxanes. polvimides. and 
polyacetates, can also form an appropriate tag or tag binder. Many other tag/tag 
binder pairs are also useful in assay systems described herein, as would be apparent to 

10 one of skill upon review of this disclosure. 

Common linkers such as peptides, polyethers, and the like can also serve as 
tags, and include polypeptide sequences, such as poly gly sequences of between about 
5 and 200 amino acids. Such flexible linkers are known to persons of skill in the art. 
For example. poly(ethelyne glycol) linkers are available from Shearwater Polymers, 

15 Inc. Huntsville, Alabama. These linkers optionally have amide linkages, sulfhydryl 
linkages, or heterofunctional linkages. 

Tag binders may be fixed to solid substrates using any of a variety of methods 
currently available. Solid substrates are commonly derivatized or functionalized by 
exposing all or a portion of the substrate to a chemical reagent which fixes a chemical 

20 group to the surface that is reactive with a portion of the tag binder. For example, 
groups that are suitable for attachment to a longer chain portion include amines, 
hydroxyl, thiol, and carboxyl groups. Aminoalkylsilanes and hydroxyalkylsilanes can 
be used to functionali/e a variety of surfaces, such as glass surfaces. The construction 
of such solid phase biopolymer arrays is well described in the literature. See, e.g., 

25 Merrifield, Am. Client. Soc, 85:2149-54 ( 1963) (describing solid phase synthesis of, 
e.g., peptides); Geysen et al., J. hnmun. Meth., 102:259-74 (19S7) (describing 
synthesis of solid phase components on pins); Frank & Doring, Tetrahedron, 
44:60316040 (198$) (describing synthesis of various peptide sequences on cellulose 
disks); Fodor et al.. Science. 251:767-77 (1991); Sheldon et al.. Clinical Chemistry. 

30 39<4):7IS-I9 (1993); and Ko/al et ai. Xaturc Medicine, 20^53~'59 (1996) (all 
describing arrays of biopolymers fixed to solid substrates). Non-chemical approaches 
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for fixing tag binders to substrates include other common methods, such as heat, 
cross-linking by L'V radiation, and the like. 
4. Computer-based assays 

Yet another assay for compounds that modulate T2R polypeptide activity 
5 involves computer assisted compound design, in which a computer system is used to 
generate a three-dimensional structure of an T2R polypeptide based on the structural 
information encoded by its amino acid sequence. The input amino acid sequence 
interacts directly and actively with a preestablished algorithm in a computer program 
to yield secondary; tertiary, and quaternary structural models of the protein. The 

10 models of the protein structure are then examined to identify regions of the structure 
that have the ability to bind, e.g., ligands. These regions are then used to identify 
ligands that bind to the protein. 

The three-dimensional structural model of the protein is generated by entering 
protein amino acid sequences of at least 10 amino acid residues or corresponding 

15 nucleic acid sequences encoding a T2R polypeptide into the computer system. The 
nucleotide sequence encoding the T2R polypeptide, or the amino acid sequence 
thereof, can be any sequence disclosed herein, and conservatively modified versions 
thereof. 

The amino acid sequence represents the primary sequence or subsequence of 
20 the protein, which encodes the structural information of the protein. At least 10 
residues of the amino acid sequence (or a nucleotide sequence encoding 10 amino 
acids) are entered into the computer system from computer keyboards, computer 
readable substrates that include, but are not limited to, electronic storage media (e.g., 
magnetic diskettes, tapes, cartridges, and chips), optical media (e.g., CD ROM), 
25 information distributed by internet sites, and by RAM. The three-dimensional 
structural model of the protein is then generated by the interaction of the amino acid 
sequence and the computer system, using softw are known to those of skill in the art. 

The amino acid sequence represents a primary structure that encodes the 
information necessary to form the secondary, tertiary and quaternary structure of the 
30 protein of interest. The software looks at certain parameters encoded by the primary 
sequence to generate the structural model. These parameters are referred to as "energy 
terms," and primarily include electrostatic potentials, hydrophobic potentials, solvent 




accessible surfaces, and hydrogen bonding. Secondary energy terms include \ an der 
Waals potentials. Biological molecules form the structures that minimize the energy 
terms in a cumulative fashion. The computer program is therefore using these terms 
encoded by the primary structure or amino acid sequence to create the secondary 
5 structural model. 

The tertiary structure of the protein encoded by the secondary structure is then 
formed on the basis of the energy terms of the secondary structure. The user at this 
point can enter additional variables such as whether the protein is membrane bound or 
soluble, its location in the body, and its cellular location, e.g., cytoplasmic, surface, or 

10 nuclear. These variables along with the energy terms of the secondary structure are 
used to form the model of the tertiary structure. In modeling the tertiary structure, the 
computer program matches hydrophobic faces of secondary structure with like, and 
hydrophilic faces of secondary structure with like. 

Once the structure has been generated, potential ligand-binding regions are 

15 identified by the computer system. Three-dimensional structures for potential hgands 
are generated by entering amino acid or nucleotide sequences or chemical formulas of 
compounds, as described above. The three-dimensional structure of the potential 
ligand is then compared to that of the T2R polypeptide to identify ligands that bind to 
the protein. Binding affinity between the protein and ligands is determined using 

20 energy terms to determine which ligands have an enhanced probability of binding to 
the protein. 

Computer systems are also used to screen for mutations, polymorphic variants, 
alleles, and interspecies homologs of T2R genes. Such mutations can be associated 
with disease states or genetic traits. As described above. GeneChip™ and related 

25 technology can also be used to screen for mutations, polymorphic variants, alleles, and 
interspecies homologs. Once the variants are identified, diagnostic assays can be used 
to identify patients having such mutated genes. Identification of the mutated T2R 
genes involves receiving input of a first nucleic acid or amino acid sequence of a T2R 
gene, or conservatively modi lied versions thereof. The sequence is entered into the 

30 computer system as described above. The first nucleic acid or amino acid sequence is 
then compared to a second nucleic acid or amino acid sequence that has substantial 
identity to the first sequence. The second sequence is entered into the computer 




system in the manner described above. Once the first and second sequences are 
compared, nucleotide or amino acid differences between the sequences are identified. 
Such sequences can represent allelic differences in various T2R genes, and mutations 
associated with disease states and genetic traits. 
5 5. Cell-based binding assays 

In a preferred embodiment, a T2R protein or polypeptide is expressed in a 
eukaryotic cell as a chimeric receptor with a heterologous, chaperone sequence that 
facilitates its maturation and targeting through the secretory pathway. In a preferred 
embodiment, the heterologous sequence is a rhodopsin sequence, such as an N- 

10 terminal fragment of a rhodopsin. Such chimeric T2R proteins can be expressed in 
any eukaryotic cell, such as HEK-293 cells. Preferably, the cells comprise a 
functional G Protein, e.g.. Gal 5, that is capable of coupling the chimeric receptor to 
an intracellular signaling pathway or to a signaling protein such as phospholipase C. 
Activation of such chimeric receptors in such cells can be detected using any standard 

15 method, such as by detecting changes in intracellular calcium by detecting FURA-2 
dependent fluorescence in the cell. 

Activated GPCR receptors become substrates for kinases that phosphorylate 
the C-terminal tail of the receptor (and possibly other sites as w ell). Thus, activators 
will promote the transfer of ~"~P from gamma-labeled GTP to the receptor, which can 

20 be assayed with a scintillation counter. The phosphorylation of the C-terminal tail 
will promote the binding of arrestin-like proteins, and will interfere with the binding 
of G Proteins. The kinase/arrestin pathw ay plays a key role in the desensitization of 
many GPCRs. For example, compounds that modulate the duration a taste receptor 
stays active may be useful as a means of prolonging a desired taste or cutting off an 

25 unpleasant one. For a general review of GPCR signal transduction and methods of 
assaying signal transduction, see. e.g.. Methods in Enzymologw vols. 237 and 23S 
( 1994) and volume 96 ( 1983); Bourne et ai. Suture, 1 0:349 1 17-27 (1991 ); Bourne et 
al. Xature. 348:125-32 (1990); Pitcher ct uL.Amiu. Rev. Bmchem., 67:653-92 (199S). 
T2R modulation may be assayed by comparing the response of a T2R 

30 poKpeptide treated with a putative T2R modulator to the response of an untreated 
control sample. Such putative T2R modulators can include tastants that either inhibit 
or activate T2R poKpeptide activity. In one embodiment, control samples (untreated 
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with activators or inhibitors) arc assigned a relative T2R activitv value of 100. 
Inhibition of a T2R polypeptide is achieved when the T2R activitv value relative to 
the control is about 90" optionally 50",, or 25-0"' ■>. Activation of a T2R polypeptide 
is achieved when the T2R acti\'ity value relative to the control is ll0"o. optionally 
5 1 50° o, 200-500° or 1 000-2000° <>. 

Changes in ion flux may be assessed by determining changes in ionic 
polarization (i.e.. electrical potential) of the cell or membrane expressing a T2R 
polypeptide. One means to determine changes in cellular polarization is by measuring 
changes in current (thereby measuring changes in polarization) with voltage-clamp 

10 and patch-clamp techniques (see. e.g.. the "cell-attached" mode, the "inside-out" 
mode, and the "whole cell" mode. e.g.. Ackerman et ai. New Engl. J Med., 336:1575- 
95 (1997)). Whole cell currents are conveniently determined using known standards. 
Other known assays include: radiolabeled ion flux assays and fluorescence assays 
using voltage-sensitive dyes (see, e.g., Vestergarrd-Bogind et <//., J. Membrane Biol., 

15 S8:67-75 (1988); Gonzales & Tsien, Chem. Biol, 4:269-77 (1997); Daniel et ai. J. 
Pharmacol. Meth., 25:185-93 (1991); Holevinsky et al. J. Membrane Biology, 
137:59-70 (1994)). Generally, the compounds to be tested are present in the range 
from 1 pM to 100 mM. 

The effects of test compounds upon the function of the T2R polypeptides can 

20 be measured by examining any of the parameters described above. Any suitable 
physiological change that affects GPCR activity can be used to assess the influence of 
a test compound on the T2R polypeptides of this invention. When the functional 
consequences are determined using intact cells or animals, one can also measure a 
variety of effects such as transmitter release, hormone release, transcriptional changes 

25 to both known and uncharacterized genetic markers (e.g.. northern blots), changes in 
cell metabolism such as cell growth or pH changes, and changes in intracellular 
second messengers such as Ca~\ 1P3, cGMP, or cAMP. 

Preferred assays for GPCRs include cells that are loaded with ion or voltage 
sensitive dyes to report receptor activity. Assays lor determining activity of such 

30 receptors can also use known agonists and antagonists for other G Protein-Coupled 
Receptors as negative or positive controls to assess activity of tested compounds. In 
assays for identifying modulatory compounds {e.g.. agonists, antagonists), changes in 
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the level of ions in the cytoplasm or membrane voltage may be monitored usmu an ion 
sensitive or membrane voltage fluorescent indicator, respectively. Among the ion- 
sensitive indicators and voltage probes that may be employed are those disclosed in 
the Molecular Probes 1997 Catalog. For GPCRs, promiscuous G proteins such as 
5 G(/15 and GulO can be used in the assay of choice (Wilkie et a/, PXAS. SS:10049-53 
(1991 )). Such promiscuous G proteins allow coupling of a wide range of receptors. 

Receptor activation typically initiates subsequent intracellular events, e.g., 
increases in second messengers such as IP3, which releases intracellular stores of 
calcium ions. Activation of some GPCRs stimulates the formation of inositol 

10 triphosphate ( I P 3 ) through phospholipase C-mediated hydrolysis of 
phosphatidylinositol (B erndge & Irvine, Xature, 312:315-21 (19S4)). IP3 in turn 
stimulates the release of intracellular calcium ion stores. Thus, a change in 
cytoplasmic calcium ion levels, or a change in second messenger levels such as IP3 
can be used to assess GPCR function. Cells expressing such GPCRs may exhibit 

15 increased cytoplasmic calcium levels as a result of contribution from both intracellular 
stores and via activ ation of ion channels, in which case it may be desirable although 
not necessary to conduct such assays in calcium- free buffer, optionally supplemented 
with a chelating agent such as EGTA, to distinguish fluorescence response resulting 
from calcium release from internal stores. 

20 Other assays can involve determining the activity of receptors which, when 

activated, result in a change in the level of intracellular cyclic nucleotides, cAMP 
or cGMP, by activating or inhibiting enzymes such as adenylate cyclase. There are 
cyclic nucleotide-gated ion channels, e.g.. rod photoreceptor cell channels and 
olfactory neuron channels that arc permeable to cations upon activation bv binding of 

25 cAMP or cGMP (see, e.g., Altenhofen et ai, PNAS\ 88:9868-72 (1991); Dhallan et 
ai, Xature, 347:184-87 ( 1990)). In cases where activation of the receptor results in a 
decrease in cyclic nucleotide levels, it may be preferable to expose the cells to agents 
that increase intracellular cyclic nucleotide levels, e.g., forskolin, prior to adding a 
receptor-activating compound to the cells in the assay. Cells for this type of assay can 

30 be made by co-transfection of a host cell with DNA encoding a cyclic nucleotide- 
crated ion channel. GPCR phosphatase and DNA encoding a receptor {e.g., certain 
glutamate receptors, muscarinic acetylcholine receptors, dopamine receptors. 
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serotonin receptors, and the like), which, when activated, causes a change in c\eiic 
nucleotide levels in the cytoplasm. 

In a preferred embodiment, T2R polypeptide activity is measured by 
expressing a T2R gene in a heterologous cell with a promiscuous G protein that links 
5 the receptor to a phospholipase C signal transduction pathway (see Offermanns & 
Simon. J. Biol. Chem.. 270:15175-80 (1995)). Optionally the cell line is HEK-293 
(which does not naturally express T2R genes) and the promiscuous G protein is Gal 5 
(Offermanns & Simon, supra ). Modulation of taste transduction may be assayed by 
measuring changes in intracellular Ca 2 ^ levels, which change in response to 

10 modulation of the T2R signal transduction pathway via administration of a molecule 
that associates with a T2R polypeptide. Changes in Ca~^ levels are optionally 
measured using fluorescent Ca~ indicator dyes and fluorometric imaging. 

In one embodiment, the changes in intracellular cAMP or cGMP can be 
measured using immunoassays. The method described in Offermanns & Simon, J. 

15 Bio. Che})}.. 2 7 0: 1 5 1 75-1 80 (1995), may be used to determine the level of cAMP. 
Also, the method described in Felley-Bosco ct aL, Am J. Resp. Cell and MoL Biol., 
1 1:159-64 (1994), may be used to determine the level of cGMP. Further, an assay kit 
for measuring cAMP and/or cGMP is described in U.S. Patent 4,115,538, herein 
incorporated by reference. 

20 In another embodiment, phosphatidyl inositol (PI) hydrolysis can be analyzed 

according to U.S. Patent 5,436,128, herein incorporated by reference. Briefly, the 
assay involves labeling of cells with "H-myoinositol for 48 or more hrs. The labeled 
cells are treated w ith a test compound for one hour. The treated cells are lysed and 
extracted in chloroform-methanol-water, after which the inositol phosphates are 

25 separated by ion exchange chromatography and quantified by scintillation counting. 
Fold stimulation is determined by calculating the ratio of cpm in the presence of 
agonist, to cpm in the presence of buffer control. Likewise, fold inhibition is 
determined by calculating the ratio of cpm in the presence of antagonist, to cpm in the 
presence of buffer control (which may or may not contain an agonist). 

30 In another embodiment, transcription levels can be measured to assess the 

effects of a test compound on signal transduction. A host cell containing a T2R 
polypeptide may be contacted with a test compound for a sufficient time to effect any 
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interactions, and then the level of gene expression of a protein of interest is measured. 
The amount of time to effect such interactions may be empirically determined, such as 
by running a time course and measuring the level of transcription as a function of 
time. The amount of transcription may be measured by using any method know n to 
5 those of skill in the art to be suitable. For example, mRNA expression of the protein 
of interest may be detected using northern blots or their polypeptide products mav be 
identified using immunoassays. Alternatively, transcription based assays using 
reporter gene may be used as described in U.S. Patent 5,436.128, herein incorporated 
by reference. The reporter genes can be. e.g., chloramphenicol acetyltransferase. 
10 luciferase, "3-galaetosidase and alkaline phosphatase. Furthermore, the protein of 
interest can be used as an indirect reporter via attachment to a second reporter such as 
green fluorescent protein (see. e.g.. Mistili & Spector, Nature Biotechnology, 15:961- 
64 (1997)). 

The amount of transcription is then compared to the amount of transcription in 

15 either the same cell in the absence of the test compound, or it may be compared with 
the amount of transcription in a substantially identical cell that lacks the T2R 
polypeptide. A substantially identical cell may be derived from the same cells from 
which the recombinant cell was prepared but which had not been modified by 
introduction of heterologous DNA. Any difference in the amount of transcription 

20 indicates that the test compound has in some manner altered the activity of the T2R 
polypeptide of interest. 

6. Transgenic non-human animals expressing taste receptors 
Non-human animals expressing one or more T2R polypeptides of the 
invention, can also be used for assays. Such expression can be used to determine 

25 whether a test compound specifically binds to a mammalian T2R polypeptide /// vivo 
by contacting a non-human animal stably or transiently transfected with a nucleic acid 
encoding a T2R polypeptide or ligand-binding region thereof with a test compound, 
and determining whether the animal reacts to the test compound by specifically 
binding to the polypeptide. 

30 Animals transfected or infected witli the vectors of the invention are 

particularly useful for assays to identity and characterize tastants ligands that can bind 
to a specific or sets of receptors. Such vector-infected animals expressing human 




c h em o sensory receptor sequences can be used tor //; vivo screening of tastants and 
their effect on. o.^., cell physiology fc,^., on taste neurons), on the CNS, or behavior. 

Means to infect express the nucleic acids and vectors, either individually or as 
libraries, are well known in the art. A variety of individual cell, organ, or whole 
5 animal parameters can be measured by a variety of means. The T2R sequences of the 
invention can be for example expressed in animal taste tissues by delivery with an 
infecting agent, e.g.. adenovirus expression vector. 

The endogenous chemosensory receptor genes can remain functional and wild- 
type (native) activity can still be present. In other situations, where it is desirable that 

10 all chemosensory receptor activity is by the introduced exogenous hybrid receptor, use 
of a knockout line is preferred. Methods for the construction of non-human transgenic 
animals, particularly transgenic mice, and the selection and preparation of 
recombinant constructs for generating transformed cells are well known in the art. 

Construction of a "knockout" cell and animal is based on the premise that the 

15 level of expression of a particular gene in a mammalian cell can be decreased or 
completely abrogated by introducing into the genome a new DNA sequence that 
serves to interrupt some portion of the DXA sequence of the gene to be suppressed. 
Also, "gene trap insertion" can be used to disrupt a host gene, and mouse embryonic 
stem (ES) cells can be used to produce knockout transgenic animals (see, e.g., 

20 Holzschu, Transgenic Res\ 6:97-106 (1997)). The insertion of the exogenous is 
typically by homologous recombination between complementary nucleic acid 
sequences. The exogenous sequence is some portion of the target gene to be 
modified, such as e.xonic, intronic or transcriptional regulatory sequences, or any 
genomic sequence which is able to affect the level of the target gene's expression: or a 

25 combination thereof. Gene targeting via homologous recombination in pluripotential 
embryonic stem cells allows one to modify precisely the genomic sequence of interest. 
Any technique can be used to create, screen for. propagate, a knockout animal, e.g.. 
see Bijvoet. Hum. Mol. (tenet.. 7:53-62 (1998); Moreadith, ./. Mol. Med., 75:208-16 
(1997); Tojo, Cytoteclmology 19:161-165 (1995): Mudgett. Methods MoL Biol 

30 48:167-184 (1995); Longo, Transgenic Res. 6:321-328 (199"); U.S. Patents Nos. 
5.616,491; 5.464.~64, 5,63 1,153; 5,4S~V>92; 5.627,059; 5.272. 0 7 1: YVO 91 09955; 
YV093 09222; WO 96 2941 1; WO 95 31560; WO 91 12650. 
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The nucleic acids of the invention can also be used as reagents to produce 
"knockout"* human cells and their progeny. Likewise, the nucleic acids of the 
invention can also he used as reagents to produce "knock-ins" in mice. The human or 
rat T2R gene sequences can replace the orthologous T2R in the mouse genome. In 
5 this way. a mouse expressing a human or rat T2R is produced. This mouse can then 
be used to analyze the function of human or rat T2Rs, and to identify ligands for such 
T2Rs. 

F. Modulators 

The compounds tested as modulators of a T2R family member can be any 

10 small chemical compound, or a biological entity, such as a protein, sugar, nucleic acid 
or lipid. Alternatively, modulators can be genetically altered versions of a T2R family 
member. Typically, test compounds may be small chemical molecules and peptides. 
Essentially any chemical compound can be used as a potential modulator or ligand in 
the assays of the invention, although most often compounds can be dissolved in 

15 aqueous or organic (especially DMSO-based) solutions are used. The assays may be 
designed to screen large chemical libraries by automating the assay steps and 
prov iding compounds from any convenient source to assays, which are typically run in 
parallel (e.g.. in microtiter formats on microtiter plates in robotic assays). It will be 
appreciated that there are many suppliers of chemical compounds, including Sigma 

20 (St. Louis, MO), Aldrich (St. Louis, MO), Sigma-Aldrich (St. Louis, MO), Fluka 
Chemika-Biochemica Analytika (Buchs, Switzerland) and the like. 

In one embodiment, high throughput screening methods involve providing a 
combinatorial chemical or peptide library containing a large number of potential 
therapeutic compounds (potential modulator or ligand compounds). Such 

25 "combinatorial chemical libraries" or "ligand libraries" are then screened in one or 
more assays, as described herein, to identify those library members (particular 
chemical species or subclasses) that display a desired characteristic activity. The 
compounds thus identified can serve as conventional "lead compounds" or can 
themselves be used as potential or actual consumer products. 

3') A combinatorial chemical library is a collection of diverse chemical 

compounds generated by either chemical synthesis or biological synthesis, by- 
combining a number of chemical "building blocks" such as reagents. Lor example, a 
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linear combinatorial chemical library such as a polypeptide library is formed by 
combining a set of chemical building blocks (amino acids) in every possible wav for a 
given compound length {i.e.. the number of ammo acids in a polypeptide compound). 
Millions of chemical compounds can be synthesized through such combinatorial 
5 mixing of chemical building blocks. 

Preparation and screening of combinatorial chemical libraries is well know n to 
those of skill in the art. Such combinatorial chemical libraries include, but are not 
limited to. peptide libraries {sec. e.g.. U.S. Patent 5,010,175, Furka, Int. J. Pept. Prot. 
Res., 37:487-03 (1991) and Houghton et al. Nature, 354:84-88 (1991)). Other 

10 chemistries for generating chemical diversity libraries can also be used. Such 
chemistries include, but are not limited to: peptoids (e.g., WO 91 19735), encoded 
peptides (e.g.. WO 93/20242), random bio-oligomers (e.g.. WO 92/00091), 
benzodiazepines (eg., U.S. Pat. No. 5,288,514), diversomers such as hydantoins, 
benzodiazepines and dipeptides (Hobbs et al., PNAS.. 90:6909-13 ( 1993)), vinylogous 

15 polypeptides (Hagihara et ai. ,/. Amer. Ciiem. Soc.. 114:6568 (1992)). nonpeptidal 
peptidomimetics with glucose scaffolding (Hirschmann et ai, J. Amer. Chem. Soc., 
1 14:9217-18 (1992)). analogous organic syntheses of small compound libraries (Chen 
et al.. J. Amer. Chem. Soc. 1 16:2661 (1994)), oligocarbamates (Cho et al., Science, 
261:1303 (1993)), peptidyl phosphonates (Campbell et a/., J. Org. Chem., 59:658 

20 (1994)). nucleic acid libraries (Ausubel, Berger, and Sambrook, all supra), peptide 
nucleic acid libraries (U.S. Patent 5,539,083). antibody libraries (Vaughn et al.. 
Nature Biotechnology. 14(3):309-14 (1996) and PCT/US96/1 0287), carbohydrate 
libraries (Liang et ai. Science. 274:1520-22 (1996) and U.S. Patent 5,593,853), small 
organic molecule libraries (benzodiazepines. Baum, C&EN, Jan IS, page 33 (1993); 

25 thiazolidinones and metathiazanones, U.S. Patent 5,549,974; pyrrolidines, U.S. 
Patents 5.525,735 and 5.519,134; morpholino compounds. U.S. Patent 5,506,337; 
benzodiazepines. 5,288,514. and the like). 

Devices for the preparation of combinatorial libraries are commercially 
available (see. e.g.. 357 MPS. 390 MPS (Advanced Chem Tech. Louisville KY). 

3<> Symphony (Rainin. Woburn. MA), 433A (Applied Biosystems. Foster City. CA). 
9050 Plus (Millipore, Bedford, MA)). In addition, numerous combinatorial libraries 
are themselves commercially available [see. e.g.. ComGenex. Princeton, NJ: Tripos. 
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Inc.. St. I ^ouis. \!Oi Pharmaceuticals, Ex ton, PA:, \lartek Biosciences: C olumbia, 
MD; etc.). 

In one aspect of the invention, the T2R modulators can be used in any food 
product, confectionery, pharmaceutical composition, or ingredient thereof to thereby 
5 modulate the taste of the product, composition, or ingredient in a desired manner. For 
instance, T2R modulators that enhance bitter taste sensation can be added to provide a 
bitter taste to a product or composition, while T2R modulators which block bitter taste 
sensations can be added to improve the taste of a product or composition. 

10 G. Methods for Representing and Predicting the Perception of Taste 

The invention also preferably provides methods for representing the perception 
of taste and or for predicting the perception of taste in a mammal, including in a 
human. Preferably, such methods may be performed by using the receptors and genes 
encoding said T2R proteins disclosed herein. 

15 Also contemplated as within the invention, is a method of screening one or 

more compounds for the presence of a taste detectable by a mammal, comprising: 
contacting said one or more compounds with the disclosed receptors, preferably 
wherein the mammal is a human. Also contemplated as within the invention, is a 
method for representing taste perception of a particular taste in a mammal, composing 

20 the steps of: providing values Xi to X„ representative of the quantitative stimulation of 
each of;; taste receptors of said vertebrate, where // is greater than or equal to 4; and 
generating from said values a quantitative representation of taste perception. The taste 
receptors may be a taste receptor disclosed herein, the representation may constitutes a 
point or a volume in //-dimensional space, may constitutes a graph or a spectrum, and 

25 may constitutes a matrix of quantitative representations. Also, the providing step mav 
comprise contacting a plurality of rccombinantly-produced taste receptors with a test 
composition and quantitatively measuring the interaction of said composition with 
said receptors. 

Also contemplated as within the invention, is a method for predicting the taste 
30 perception in a mammal generated by one or more molecules or combinations of 
molecules yielding unknown taste perception in a mammal, comprising the steps of: 
providing values X ; to X :1 representative of the quantitative stimulation of each of/; 
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taste receptors of said v ertebrate, w here // is greater than or equal to 4, for one or more 
molecules or combinations of molecules yielding known taste perception in a 
mammal; and generating from said values a quantitative representation of taste 
perception in a mammal for the one or more molecules or combinations of molecules 
5 yielding known taste perception in a mammal, providing values X; to X n 
representative of the quantitative stimulation of each of n taste receptors of said 
vertebrate, where n is greater than or equal to 4, for one or more molecules or 
combinations of molecules yielding unknown taste perception in a mammal; and 
generating from said values a quantitative representation of taste perception in a 

10 mammal for the one or more molecules or combinations of molecules yielding 
unknown taste perception in a mammal, and predicting the taste perception in a 
mammal generated by one or more molecules or combinations of molecules yielding 
unknown taste perception in a mammal by comparing the quantitative representation 
of taste perception in a mammal for the one or more molecules or combinations of 

15 molecules yielding unknown taste perception in a mammal to the quantitative 
representation of taste perception in a mammal for the one or more molecules or 
combinations of molecules yielding known taste perception in a mammal. The taste 
receptors used in this method may include a taste receptor disclosed herein. 

In another embodiment, novel molecules or combinations of molecules are 

20 generated which elicit a predetermined taste perception in a mammal by determining a 
value of taste perception in a mammal for a known molecule or combinations of 
molecules as described above; determining a value of taste perception in a mammal 
for one or more unknown molecules or combinations of molecules as described 
above; comparing the v alue of taste perception in a mammal for one or more unknown 

25 compositions to the value of taste perception in a mammal for one or more known 
compositions; selecting a molecule or combination of molecules that elicits a 
predetermined taste perception in a mammal; and combining two or more unknown 
molecules or combinations of molecules to form a molecule or combination of 
molecules that elicits a predetermined taste perception in a mammal. The combining 

30 step yields a single molecule or a combination of molecules that elicits a 
predetermined taste perception in a mammal. 
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In another embodiment of the invention, there is provided a method for 
simulating a taste, comprising the steps of: for each of a plurality of cloned taste 
receptors, preferably human receptors, ascertaining the extent to which the receptor 
interacts with the tastant; and combining a plurality of compounds, each having a 
5 previously-ascertained interaction with one or more of the receptors, in amounts that 
together provide a receptor-stimulation profile that mimics the profile for the tastant. 
Interaction of a tastant with a taste receptor can be determined using any of the 
binding or reporter assays described herein. The plurality of compounds may then be 
combined to form a mixture. If desired, one or more of the plurality of the 
10 compounds can be combined covalently. The combined compounds substantially 
stimulate at least 75° <>. S0%, or 90% of the receptors that are substantially stimulated 
by the tastant. 

In another preferred embodiment of the invention, a plurality of standard 
compounds are tested against a plurality of taste receptors to ascertain the extent to 
15 which the receptors each interact with each standard compound, thereby generating a 
receptor stimulation profile for each standard compound. These receptor stimulation 
profiles may then be stored in a relational database on a data storage medium. The 
method may further comprise providing a desired receptor-stimulation profile for a 
taste; comparing the desired receptor stimulation profile to the relational database; and 
20 ascertaining one or more combinations of standard compounds that most closely 
match the desired receptor-stimulation profile. The method may further comprise 
combining standard compounds in one or more of the ascertained combinations to 
simulate the taste. 

H. Kits 

25 T2R genes and their homologs are useful tools for identifying taste receptor 

cells, for fbrensics and paternity determinations, and for examining taste transduction. 
T2R family member-specific reagents that specifically hybridize to T2R nucleic acids, 
such as T2R probes and primers, and T2R specific reagents that specifically bind to a 
T2R protein, e.g.. T2R antibodies are used to examine taste cell expression and taste 

30 transduction regulation. 

Nucleic acid assays for the presence of DNA and RNA for a T2R family 
member in a sample include numerous techniques are known to those skilled in the 




art, such as southern analysis, northern analysis, dot blots, RNase protection, SI 
analysis, amplification techniques such as PCR. and //; situ hybridization. In in situ 
hybridization, for example, the target nucleic acid is liberated from its cellular 
surroundings in such as to be available for hybridization within the cell while 
5 preserving the cellular morphology for subsequent interpretation and analysis. The 
following articles provide an overview of the art of/// situ hybridization: Singer et ai, 
Biotechniques. 4:230250 ( 1986); Haase et ai. Methods in Virology, vol. VII, 189-226 
(19S4); and Names et ai , eds.. Nucleic Acid Hybridization: A Practical Approach 
(1987). In addition, a T2R protein can be detected with the various immunoassay 

10 techniques described above. The test sample is typically compared to both a positive 
control (e.g., a sample expressing a recombinant T2R protein) and a negative control. 

The present invention also provides for kits for screening for modulators of 
T2R family members. Such kits can be prepared from readily available materials and 
reagents. For example, such kits can comprise any one or more of the following 

15 materials: T2R nucleic acids or proteins, reaction tubes, and instructions for testing 
T2R activity. Optionally, the kit contains a functional T2R polypeptide. A wide 
variety of kits and components can be prepared according to the present invention, 
depending upon the intended user of the kit and the particular needs of the user. 

20 EXAMPLES 

The follow ing examples provide a summary of the isolated nucleic acid 
molecules of the invention, and polypeptide sequences corresponding to the 
conceptual translations of nucleic acid molecules. In the protein sequences presented 
herein, the one-letter code X or Xaa refers to any of the twenty common amino acid 

25 residues. In the DNA sequences presented herein, the one letter codes N or n refers to 
any of the of the four common nucleotide bases. A, T, C, or G. 

hT2R51 Ful1-Leme;th cPXA ( BAC AC01 1654) (SEP ID NO: 1 ) 

30 ATG ri GACTCTAACTCGCATCC "( K AC 'TGTGTCCTATG AA( jT( \AGGAG TACATT I C I GTTC A 
1 1 I C \\( jT( '( "\'( i( iA< ill TGC AG I ( iG< }( iTTT<'T< iA( C \\A IG( VTT< '< j T I T i r T TGGTG A A T TTT 
T G G C } A T G T A G T G A A G A G G C A G G C A C T G A G C ' A A C A G T G A T T ( j T G I G C T G C T G T G T CT C A G C 
ATCA( ;( ( '( i< >< 'TT ! K ( T( i( ' A l'( i< i . \ ( TG< ' I ( . i l l T I ( , A< , i ( i( ' I A L '( \ V j( " I 1 AC ( 'C 'A( ' I T< < W 
C ;AA< Ti l ( i.V jTGAAC.C ACT( jAAC C A( \\< i( TACC AA( ;( ( A 1 ( A ! ( A I ( i< I A K i( iATGATTGCA 

35 AAC C A.\G( ( AA( ( K TC i( ' K.TTC jC T( iC 'CTGCC.TC AGCCTC 'X "I"I'TA( T( jC ' I CCA AC XTCATCC 

( } tttctctc\\c\\ct'ttcctgai X"T( )("nd(.('A.\(i("r(i( \< ri ( k y wggaaga tctcccagat 




GCF( "(•'!'< j 1 A I FA I I C I I I G( I C( T< A A K I G( \\( ' I G I C( ' K ' 1 G I G I I I ( ,< , K A F I T I 1 I A 
(j('A( jAC "( "FC A\C ITA *A( A( j I ( \\( "A AC I ( j K K I A IK A K jAA I A A( A A TA( A AC A j( I < A\( ' K i 
GCAGA T TAAAf iA I ( "IVAA r I I A I I I I A 1 [V< I I I ( 1 ( I T< I ( i( FA I( I ( i I ( i( , { ( I ( i I ( A C K ' 

< tttc c fa tt( fiitci < a fftk tick ;< j( j a k a t< , \< t( fit fc ex t< i( a r a a< a a ac \ \ g a( ;g 

5 ACAA FGAAG( j K FA 1 AC( AGAAAC K K l rT(;Ai'('('< A( i("< FGGACA A Y'( 'AC A I I AAA* A '(. A ' 
I < A AC iT< "F< 1 K il< K < I II II < K A ' IT ( I I TC , 1 1 j ATA 1 C ATC< T< j I< ill < ,( < T K AYK ICK i 
F< jC( :VCTAC TG A TTCTG TGGCCX/GACAAAAT AGG< jGT C i A TC i( y\ \ TGTG J T( ,GC iA TA AT( K AC 
AGCTTG IVYTTOTGGt iCA K i( A< A. A A I C( T< .AX I < \\( A j( A A K ,('< AAi.IH, \GGAGAG( T 
G FGA IXj ACCAT TCTGO FCTGt j< iCTCAG AGCAGCCK jAAGG TAA< }AGCCGACCACAAGGCA 

1 0 gaftcccggacactg rocrciA isfq id no: i ) 

HT2R51 Conceptual Tra nslation (BAG AC01 1654) (SEP ID NO: 2) 

\ 1 L T L TR I RT V S Y E V R S F F I . F I S V F H I : A YG F LI " N A F \ T L V" N F W D V V K RO A L S N S I > C V L L C L S I S R E 
15 F F H G F FIT S A IQ F T H F OKI SE PENH S YQ A 1 1 M LAV M I A N Q A \ LAV I A A C F S F L YCS K F I RF SHTF L I 
CLAS\V\-SKKISG\ILTx;:n[LCSCICTVFC\AVCFFSRIMIF"rVl TYTT \1NNNTRFN\VQIKDFNFFYS 
FFFCYL.WSYPPFLLFFYSSGMET YSLGRHMR TMKYYTRNSRDPSLEAHIKAL KSFVSFFCFFVLS 
SCVA}TSVPlJTL\VRDKIGVNl\.TAT;jI\lAACPSGiIAAILISGNAKLRRAVNiriL L WAQSSLfCYRA 
DHKADSR I EC (SFQ ID NO: 2) 

20 

HT2R54 Full-Length cDNA (BAC AC024156 ) (SEP ID NO: 3j 

ATG ACT A A AC FCTGCGA FCC 1 A TC AGAAAC A TG AA T TG TC GCCAT 1 TCTCATCAOCTT AATTT'F 
AGCAGTFT FAC FTGCTGAATACCT CAT TGGT AT CAT FGOAAA KjGT TTCATCATGGCTATAC 

25 ATGCAGCTGAA TGGGTTGAAAA I AAGGCAGTT TCCACAAG FGGOAGGA TOOTGGTTTTCCF 
GAG IAAIAATCCAGAATAGFTC TCCAAAGCCTCAT G A TG 'FT AG A A AT' FA C CAT C AGCTCAACC 
TCCCT AAGTT "1 TTA'll CT GAAGACGCTGT ATA1 TA FG C ATT C A A A A TA AG F IT T A T A T TCTT 
AAATTTTT GTAGCCTGTGGTTT G<:'TGCCT'<jGC7CAGTT'rCTl'(:'TACFTTGTGAA(:iATTGCCA 
AT TTOTXXTACCCCCTT I TCCT CAAACT GAGGTGGAG A ATT A< "FGG AT TG A TACCCTGGCTT 

30 CTGFGGCTGTCCG 1 GI FT ATTT'CGTT'CAGTCACA<j<::AT'(jTT"C , TG( 'ATCAACATCTGCAC fg f 
( j I A I IG FAA( A A I IV I FT C ( (T ATG A( ' K'F' FC< ' A \( ' FC<.'AC I A AC i AAAA( AT AC FT ( t FC I (A 
AG A FCAATG t GGTCGG FCTGGCT TFT "TTCFT TAACC rCiGGGA FTGT'<TAF;TCCT'CFGAT CATCj 
I "T( Y\TCCT(}ACAGt;CACCCT GC TG AT CCT (I'TC TC TcAAAtAACjAc^ACACCCT ACACATC}CjCi AA 
«7jCAA rGCCACAGGGTC 'CAACCIAGCCCAGGATG* ::iAGGCTCACATGGGGGCCATCAAAGCTA 

35 tcagf^tact"fta;;'tca-\ttt'TCTac;c\tftta:aatgf;a(j'ft^ 

atg ft fgacatcaacag i ctgt<agaat aatttci t ciccagatcat catcigctcjcctaf cctg 

CCAGCCACTAA\ATFCT At'TGATTCAACTATAACCC T ( j G < A C T G A G A A G A C i C C T GCjAAGCGGCT 
TCAGCTT CGAC I TCAT CTTT ACCCAAAAGACAT 'GGACTCTGTuA (SEQ ID NO: :■) 

40 HT2R54 Concep tual Tra nslation (BAC A C024 156 ) (SEQ ID N O: 4) 

MTKLCDPAFSFFSPFLI IT ILAYLTAEYLIGII ANGITMAIl I AAFA\A'(TNKA \ S T SGRI LYFLSYSRI 
ALQSI.MMLEITISST 'SLSFYSEDAVYYAFKISFIFLNFCSI WF AAWFSFF YFVKI ANFSA'PFFFRL. 
RWRFFGITPWT FW'FSXT FSI : SI ISMFC TNICH Y YCNNSFPIHSSNSTKKT YLSFIN\ A'CAFAFFFNFGI 
45 \' TPFI YIITL/FAT FFIFSLKRHTTT I\KiSNA\TCjSNT^PS\U:A[T\lCTAIK.AIS^TLII ATI ; NA\'AI JT^'LS 
WIFDINSLWNNFCQIIMA AYPASHSII.I.IQrJNPGI.RRAWKRFQI RFI II A'PKI-W IF (SFQ ID 
NO: 4) 

H T2R55 Full - Length cDNA ( BA C ACQ24156) (SEC) ID NO: 5) 

50 

A FGGFA\ACCjG K jAACACACjA FGC ( A\C\\GAT AAAGAOA FA FCA AAACATT ^AA* j(j FCA(:C1 fc 
ACTT'FGc}TGCFFC TCC<.3GAA TAGA< iT ( jCAI 'CACTGC iC'AT( C FT GC .( jAGTGC .C T L CA TCAC CjG 
CCA F< FA F< j< i« A K TdA ,1 ( A A'A( iG( A A 'A. AAA'. A( ' I« '( '< '( A<" I'G(TF( j AC'C 'CAC AT TAT( ATT 
' i ATGCTA ;A( iCT T T T c 'CAC A "I ( Tic ,( ' F ACA( iAT'T'T (At ] A F( j A IA K [A i( jAGAACAA'F FTTCAGT 
55 c'TCjCTA FFCATA A ATT C TFT TATA ACC AAA \( "K ,\( j IG TATA I ( '( "IA TTCAAAGT CA'FCACFGF 
( "F'F'FC'FC iAACC " \ I I ( ( A A IT ' F' ' K A ,[ 'LTGCTA K X "TA i( i< 'I ( AAA* i IC'FT C • [AVI TG TCTTACi A A 
T FGCAAACTTA WAT ( 'A K < 'I T 'K i'F'K ' I K '( i < jA K .A.A< iA( .< , AAA A K 'A FY FK ,( K i \ K A "C 




I K j( K ' I I i 'Ft At ii H ' 1 ( i I i \\< i I ( ; FT ( ,< ; I I I ( '( TTAA< K ■ ITCA(j( I I I ( '( ' Ft ' I i IX ( ,\t iAt i A I < i 
1 ( I I C A A FGIt i I A I i j 1 ( i A A IAt K It t ' \ I I < (TA I C C C "( ' I ( ( ' K X A AC FCX 'At X idAt jA At i A A 
( , IA( 'I Ft It ' I < ;At , At X AA I A I ( it FFCAAt '( ' I ( it , IA II II It I A I A At 'Alt ;( ; t K i AT ( ' II t X j I IX ' 
( I ( • I ( iA I T\ K Hit \\ It X TT ,( it At i< •( \\< X X TG< "FGA FCC T< GX TC TTAAGA< iXCAt C\( X X ' T A 
5 ( A< "A It j( X i AAt ,t AA 1 1 K X At "At KK i K X At ,( j( j \CX '( '('At K A I t jAA( it it "1 ( \\CA IAt X it it jt X ' 
A I (A A At it 't At X 'At : t ' I'At ' I I It I ( A ICC It FA< A I II It. AA T' i('AA II< it It "FA I I I (Tilt ' 
C'AC'Cj ICt AA(A FCTTT X i ACACTTACAC j I 1 1 C I < jG AAT A FT I IGT G< A AG A 1 ( A TCA TGGC I 
( ,( '( TAi '< X I t X X X it ,( '('At "YCA( FFA( "AA< 'FGA I CI T GGGCAAC CC I t ,( it K ' I < ,A< >AA< ,A( it '( 1 
G* ,AA( i( < iG T I "YC VGCACC A At FITCCT X TTTACCT AAAAGGGOAGAC TC TGTGA ! SI A) ID 
10 NO 5) 

HT2R55 Conceptual Translation (BAC AC024156) (SEQ ID NO' 6) 

MAT\M D AT D K D I S K F KA T FT E V Y S G I E C FFG I L G S G F I TA I YG A E W A R G KT L P F G D R I M L \ I L S F 
1 5 SPTIGX^VMMEENTFSEITRIYYNQNSYYILFKYIT^^ 
EITTAIKRKIIYL\nnYITTT.SYlA'SFSFSF 

FFYNMGIFYPLIMFIL AAT TT JLSEKRHTLHMGSN\VrGSRDPS\lKAHIGAIKArSVFI.lLVIFNAI 
ALFESESNTIT)TYSS\VNTITKIE\1AAYPA< T IS VQI TLGNPGIT? RAWKR FOHQV'PI A'TKC iQTL 
(SEQ ID NO: 6) 

20 

ET2RM Full-Lenmh cDNA (BAC AC018630) (SEQ ID NO: 7) 

AT t j AT AAC T'TTTCT ACTCATC A FT TTTTCCAGTV'l'GGMTAGlTJCirrrACATTirjT'TATTrifJAAA 
T TTT G C T A .A T ' G G C T T C A T A G C A C T < T G T . \ A A T YC C A T T G A G T C j G T T C A A G A G A C A A A A G A T C 

25 ICT ' FT FCTT GACGAAA I K I ( At It i< ' TC F< X iCG( j 1 ( It TAG At i TTT i< G Tit it. "I CT'( iGGTAT • 
ATTATTAAACTGGT A T TCAA( I t GTGTTGA AT GGA( TGTT TT A ATAGT LrT AG AAGTAA<T AACT 
ACTGCT'I AT AA TAT'CT GGGCAG TGATCAACC AT T FCAGCAA* I GGCT TGCT ACT ACCCT GA 
< TGATA ITTTA IT TGCTT AAGATTGGGAAT T T ( :^T GC A AGTTTAXT T TT I ( TIG AG TTAAAGAGC} 
AvjAG I TAAGAGT Ci I GAT Tr T GGTGATG n GT T GGGGGG TTT GGTA I I I T I Gt i< ' I I < j fOA I C T 

30 IT rT'GTGAT AAAGA 1 GAA TGAGA IT GT GC G<:i At/AAAAGAAT 1 T GAAGCjA AAC AT GAGT TG 
GAAGATCAAATTGAAGAGTGCAATGTACTTTT*:^^ 

G ri'At T TACCCTT GAGTGTGAGCGT ACT .\TCT 1 T'TATTTGT GTTAATCT (]TTCTT TtjTtTTAAAG 
AT<:TG.\A<3AAGATGC AGCFCC AT G G T A . \ A G G A T' < 2 T C . \ A G A T C ' C C A G C A C < ' ~ A A G G 'Yd 2 A C A 
T A A A A G < . ' T TT G C A A A CT ( j T G A T C T C C T TCCI GTTtTTTATG TGi2CAl TTACTT T CTGTCCATA 
35 ATGA FATCAG TT TGGAGTTT TiTGAAGTCT'GCiAAAACAAACGTTTTTl 1 TCAT (3T TCT GCAAAG 
CTATTA<7iATTCA< jCT \T< CTTGAAT 'CCACCCATTCATCCT< }ATTTG( iGtTA AAC\\A<TAAGCT 
AAAGCAGACTTTTCTTTi; AG TTTTTTGGCAAAT G \GGT AC TCjGGT< jAAAGGAGAGAAGACT 
TCATCTTA^A TAG (SEQ II. > NO: ~) 

4 ( ) hT2 Rol Conceptual Trai islation (BAC 1 AC01S630) (SEQ ID \< D 8) 

MITM.PIIFSSIAAA'T IATC i:sT2\NCTI-TAIA' N ;SIP\\T T;RJ^KISFA[)(J[i;i\AFA\ SR\'(}EIA\ \'E LENA\* 
VSTVENPAFNSNTrA'RT'T A^'NTWAXTNT II : SNWT. AT I ESIIA'EEKI ANFSNFII : EHEKRR\'KS\TI A' 
MLLGPLLFLACHI.FVINMNEIN'RTKHFEGNNn AVKIKLKSAM^'FSNMTVTMVANI A'PFTLTEI S 
45 FMEEICSI.CKT IFKKMQEI IGKEjSQOPSTK\T 1 1 KAE(jT\TSFEEI ( AI\T : ESTM IS\A\'SE( iSE ENKP 
VFMF< ^KAIRFSYPSIHIMTIJWGNKKEKQT i ; ES\T WQMR\A\ \'R( TFKTSSI' (SFQ II) NO: S) 

1FF 2R63 F ull-Lonizth cDNA ( BAC ACO 1S630) (SEQ ID NO; 9) 

50 A rO A TGAGTTT TCTACAOA T I< i l l T I I I t ( 'AT T < G At , TAG I t ,( FFTGCA FTTAT KG TGGAAA 
I FTT< ]C< ' \ AT( jG'1'TTTATACjCACT 1 j ATA A AIT" I C \TTGCCT'( jGGTCAAGACjACAAAAGATC 
I< ^ TA AG( 'T ( iA K AAA I IA I K it ' I« KGr I'( it ;< 'AG IT T G( 'AG A' ; IK ,( iT I T< KG < 'T < jG( j T'AA 
'FAT'FA PTACA TTG( , IA I I < AA( K YY( j 'FTC T-\ ATCCA AC "F TCA TTT A A T I FA A A AGT A A TAATT 
IT I AT FF« FAA I ( rf( I ( .Gt it AGFA At X " AAT TA IT "TCAGCAT'C TA }( K. T FCjt FA( IA< .'( ITAti 

55 GAT AIT MATTE KG CAA< iA It "< FIT A A I 1 ICT C '« "At iA( T TATT FT TCA F( "ACT TAA A AAC KT-\ 
At it jCFAAG At FIT YY At , I TC T t jt ; Ft i A FAt i Ft T I t ,( ,( K i I t T' I T ( i I T t T I FT I f K ] I T' FC EFC ACCT'T 
( iTGAT t iAAAt ",\( 'AC '( FI A FA FAA A I'( FIT G Gt iAf 'At ,AA( iAA I A ,'\ ( ,.\.\( \( f \.\.\( t FF A AC "FT ( it } 




A At i A l'< 'A Y\t I ( i At i< jAA It ;( 'AAK j( "A( (I I 1 ( "< ' A A( Fit /At j I'A< jCCA K K "I"A( it A A At ' I 
I ( i A TA( < 'A I T( W. I < T< j A( '(.'( " T( i A T A 1(111 I ( It ,( K FI I AA K ' I'A< TC Ft ' Ft i It i TAAA< 'A 1 
( "I ( FYV iAAc iA I t >CA< j( ( A Ft iGCAAAGGATt "F( "AA< iA K ( '( At i( \\< '< Y\( iATCCAC A FA 
\AA( A ' I < It .( A A At ' K i T( j At ( T ( ( IK ( I ( A I \ II A( lit ,( '('A II TA( IT F TGT< Fit ' I AA I" 
5 t 'A IA It i , I I I 1 ( it j A A II I I A At iAK it ( j At '('AAA At i A A A I 1 G I < TTAA It ji I i I ( ,( t AA< .< ' 1 
1 I T( it i A A It ' \ FATA I(X A I CAT Ft t \\< "Ft 'A FT CA lit "FGA II I < >< ,( ,( ,< ,.\A( A At jAt t it I \A 
At K AGAt '( II I < I lie At , III It j 1 ( it it At i< jit i AC lit K ' I ( it j( jt AAA At it , U At ,AAC ( At j It " 
AACTCt \YF\( i (SFQ ID NO: 9) 

1 ( ) hT 2Ro3 Conceptual Translation (BAC AC0 1S< >30) (SEP ID NO: 10) 

MMSFEHIYFSIL\ A"VA FILGNTANXJFIALINTTA\VYKRQKISSA DQIIAAF AYSRYGLLAYYILLI I 
WYSTYIA'P FSSNFKYTIFISNA\YAYTNTIFSI\YFATS[^ 

IVLGSLFFI A'CHFYMKIIFYINYWTFFCFGNYT WKIKLRNAMHI.SNLTVAMLANLIPFTLTLISF 
1 5 LLLIYSU'KHLKKMQITIGKGSQDPSTKIHIKA 

\ILCQAFGini 5 SiniSFILI\VGNlCTLKQTFLS\T\VO\'TCAVAKCi(^XC>S'ri > (SFQ ID NO: 10) 

hT2R64 Full-Length cDNA f BAC 1 A CQ 18630) (SEP ID NO 1 1 ) 

20 ATGACAACTT T I ATACCCA I *' A ITT IT "TCCA(}"lVj TCKjI A<.iTGGlTCTATTTGTTATTGGAAA 
I I I TGC TAA TGGC FTCATAGCATTT TG TAAA1 FCC A T I GAGCGt TGTCAAGAGACAAAAGATC 
TCTTTTG CTGACCAGATTCTCACT( iCTCTGGCGGlTTCCAGAGTTGGTTTGCTCTGGGTATT 

attattaaa itggtatt caa ctgti j n taa i ( "<\\( i» 1 1 i r i \ i agtgtagaagtaagaact 

ACTGCTTATAATGTCTGGGCAGTAACCGGCC ATTTC AGC AACFGGCTTGC FACTAGCCFCA 

25 gca ta itttatttgctcaagat tgoaaatttc TCCAACXTTATTrrrcTTCACTTAAAGAGG 

A G A G r F A A G A G '1 < FIX A II < I « A /I G A'l G( T GI T G< 3GGCCTTTAC I A FIT TT( .G( TT< 3 TCAAC 
TTT'l TGI ( jATAAAGATGAAAGAGA I TGTAC GG A< Y\AA AGA AT A TG AAGGAAACT TG AC TT 
GGAAGATCAAATTGAGGAGTGCAGTGTACC r I TCAGATGCGAC I G FAACC\CGCTAG< 3AA 
At : FTAG I GGCt "I FCACT CT< JAt.t '('!< i< FAT' / II ITTTG< Ft i F I AAK It j Fit TCTt Fit j I AAA 
30 CATCTTAAGAAGATGCAGC "I CC AT GG FAAAGGA I CI CAAG ATCCC AGCAC CAAG< 3TCCAC 
A TAAAAGC TTTGCAAAC TCi TGATC TTTTTCC rCTTG FT A 1(3 FGCCG ITFACTTTCTG TCCAT 
AATCj ATA FCAGT TTGGAG'T T T I GGGAGTC1 GGAAAACAAAOCTGTCTTCATG'TTCTGCAAA 

gctattagattcagctatccttcaatccacccat tcat cctgattt* jGGCjAaal'aa^jAagc 
'i\\aagcagacttttctttcag'rttt<:i<:ggcaagl g a g g t a ( . ' t g gg tg a a a * j ( 3 , \ g a 1 3 a a ( "3 c 
35 gttcatctgcatag (sfq id no 1 1 j 

HT2R 64 Conceptual Translation (BAC ACQ 1 Sf>3 0) (SEP ID NO: 12) 

mttfipiifssvn'vvlfvicjnfangfiaia'nsif r\ krqfusfadqiltafavsrygi fw\ llfnw 
4(j vstvfntafvs\ta*rttaynv\\\\vtgfifsnavi.am~slsii : vitxian^ if 
\ahtajPLUT-ACQlfvinaifj;iy^^ 

fell krsfckhlkkm(,>ei it 3mcisc>dfs fk\'mika f< vfyifffffca vyf fsimisx w'sf'gsffnkp 
yf\if^kaifj : syfsiiiimtit\vc:inkklkotflsvmt<qyry\y\t:gfkps.sp isva) id so: 12) 

45 h T2R65 Full-Ec imth cDNA (BAC AC01S630) (SEP ID \Q- 13) 

A FG \ TG TG TT'I 'TC 1 1 ,t I ( Alt \\ Flit A It A A I It I GCH \GTGTT FG<\ VI TTG FTCT I < it .AAA 
S i i I Ft ;t ( 'A A F( it j( "lit A ] At j( '<( ' I \< i FAAA It . K A I I ( iAt 1 t ,( ,( j II AACA«'\< ( i.\ A At iA Ft ' 
TCXTCAGCTGAGCAAA'I "TCTCAGTCiGTGTCiGj'I 'CI C K ( 'AG AA'l "T( i( 3 TTTA( TCTGGGTCAT 

50 G F TATTC(.." IF TGG FA FGCAAC TC 3 F< ill TAAFTC' FGCTT FA FA Ft jG I I I 'AG A AGTA AG AATTCi 
F'Ft ,( "F i t ' 1 AA I t it ( ' { « ,t j t i t 1 1 j I .\ At ( iAAt '( A I I 1 ( 'At it ATG FGt 3C I TGF' FGCTAGCCTCAG 
< A FA II F I'« i FF'I < ;OI ( AA( iA I 1 1 i( ( AAA F 1 'IA I < "( A At < I FA II FC IC'FGCAF'C TAA AG A AG A 
' i \ A F'F \ At iAt Fi t 3 F i t j IT t I t ,( , I'( , A I A.< "F< t I L < j('jG(3(..'CC"I"F( it , FA I I Ft Ft ,A \ I I G I AA FCTT 
■ ;« ' Ft ,!< r \ I AA( ('A It it j A Ft i At iAG At FD 3 TGGA< 'AAA At .AA IA It ;A At ;( i A A ATGTG ACTTGG 

5 5 \ -\C3ATCAAA T TGAGGAA I A ',( A\ATA(A( "GTTT< "A AC K""I I ( ;At I ( iTAAC '"I ACT( "FA( AC AAACG 
I f 'A FAt '» ( • I i "i At I t 1 1 ,At iCCTAATATt \ FIT I t "I t K , I 1 A \ IX'TGTTCIX "I I Ft . I A Y\t AT 
t 'TC A AG A AG A I "< iCGt ,( "I ( t A FAt it A A At ,( , A I t ' I ( A At .Alt "t A' At ,CA( '( A At ,t , FCC \ FA FA 




A A AC X "I IK ;( ' A A At. ' IX FIX i AC X I ( '( I IC"i "FCATGTTA I TT( j< X ' A I T TAC " III ( IX i K i FA I A A I 
CACATCAA( "II * i( jAAT C I TAGC rACAC A( X 'AGAGCAA ACTT< "iTACT< X( ' TT XX IT "IX XX A AA( " T 
< j I TC i( X\ AT< A IX i TA TCCT TT '"A TTCCACTC A TTCA Y< ( "IX iATTA'IX i( j< j AAGFACX iAAC X TAX 
\A< \\( i \( X I I K I I : ( \\( XITTTT i 'IX X K\\( , \ IX r.V A< X X ! G.A I SI X,) II) NX )• 1 : i 

5 

hT2Ro5 Conceptual Trans la tion (BAC AC01S030) (SHQ ID NO: 14) 

MMCFLITISSIIA YFAF YLGNAXAXXjIT AL YN \TD\YYN rRKISSAEQIFT ALYYSRIGEEWYM LI ; L 
\VYAl\l 7 NSALVGIKVRI\x\SNA\VA\'INHrS\I\VLAASLSnx:LLKIANF 

10 lyiixgplvflicntavitmdery\vtkeyegnyt\vkiklr\aihesse i vttlanlipftfsficf 
itaitcslctihekkmrlhskgsodpstkyhirat^ 
lli.cotvaimypsfhsfilimgsrklkqtfi.svlwqmtr (seq id no; 14 ) 

hT2R67 Full-Length cDNA (BAC AC0 1 863O) (SEP ID NO: 15) 

15 

ATtJATAACTTTTCTATACATTTTTTTTrCAA'rTtiri'AATAATGGTTI 1 ATT I GTTCT CG< TV A A 
CTTTCjC<:AATGGCTTCATAGCACTGGTAAATT'I'(;aTTGAC rG(](]l GAAGAGAAAAAAGA TC 
TCCT( TAGCTGACCAAAT I CTC AOTGCTCTGGCT i< jTC I CCAG AATT GGTXTGCTCTGGGCATT 
ATTA FTAAATTGGFATTTAACTGTGTTGAATCCAGCT TTTT ATAG FGTAGAATTAAGAATT 

20 ACTTCTTATAATGCCTGGGTTGTAACCAACCATTTCAGCATGTGGCTT GCTGC FAACCFCA 
GC ATATTTTATTTGCTC A AG A TTGCC A Al TTCTCCAACCTTCTT II TCTTCATTTAAAGAGG 
AGAGTTAGGAGTG TCATTCTGGTGA TAG T GTTGGGGACTTT GAT AT TT FTGGTTTGTCA TC 
TT C TT ( j T G G C AAA C A T G G A T G A G A G T A T G T G G G C A G A A G A AT A T G A A G G A , AA C A TG A C T G 
GGAAGATGAAAT TGAGGAATACAGTACATCTTTCATATTTGACTGTAACTACCCTATGGAG 

25 CTTCATACCCTTTACTCTGTCCOTGATAT^^ 

ATC'FCAAGAAGATGCA* XATCA'AIGGAGA AGGA tc gc a ag a tctc ago a cc a aggtccac a 
TAAAAGCTTTGCAAACTCTGATCTCCTTCCTCT lXinTATGTtX^^ATTTTCTTTCTATTCCTA 
ATCGTTTCGGTTT GGAGTCOT A< KiAGGCTGCGGAATGACO. GGTT < rT C ATGGTTAGCA AGG 
CTGTTGGAAACATATATCTT< XXAFTCG AXTCATTCAT CCTAAT ITT .KjAGAACCAAGAACjCT 

30 AAAACACACCTTTCTTTTGATT TTGTGTCAG ATTAGGTGCTGA (SFO IL) NO 15 ) 

hT2R67 Conceptual Translation (BAC AC0 1 S030) (SEP ID NO: 16) 

M I T F I. Y I F F S I E I \ 1 V L F V E G N F A N G F I A L V NT I D \ V Y K RK K I S S A D Q I E T A E A Y' S R I G E L W A E E 1. N W 
35 YLTVLNPAFYS\'ELRITS\'NAWVV I'NHFSMWLAANLSIFYLI.ICIANF'SNT.LFLHLICRRVRSVTL 
VILLGTr.fFLYCHTI A' AXM OFSMW AT F^'F GWFI GKYIKI .RNTVHI. S Y LT VT Yl WSFIPFTI SI IS 
FLMLICSLCKHLKKMQLHGEGSODESTK\TIIKAI AJTEISFT TECAIFFEFLIVSVWSPRRLRN'DP 
VV\1VSKA\ GXIYLAFDSFILI^'RFKKLKFIFFLLIlArQIRC (SEO ID NO. 16) 

40 hT2R71 Fu ll-Length cDNA (BAC AC07326 4) (SEQ ID NO: 1 7) 

ATGOAAGCAGCACTGAi GGC CTTOTTCGTGT T< TCTCE I EVGCCTGOTGAG IFF IX" FGGGGA 
TT(}<:A<3C<}AATG<jCTlX:ATFt:nXj(;TGGT(]ClXjrJCjCXA(j<::iGA< FFGGCTGCGATATGGCAGGT 
TGCT< }CCC;TTGGATATGATC< "ICATi AG< "\ TGGGTGCC I FX ( (it T IX T < ; C < "I GCA< 7FTGG FT 

45 GGGACGG I'GCACAACT ICTaCT AOTCI GC<: X AGAAGGTCGAC T TACTCTGGGGGTC rOGGCC 
GACAG I FOTTCCATCTACAOTXX X 'ACT FOG I'GAAC TCAQX ACCI YC1 X XT II TT (X T\GF 1 GG 
( TX \\( } IX } IX ( "K j I TX ' I < . IX , IX ,AA( j.A I I < i < I VV A I < A< A< \\< ' I • X A< X ' I I ( X 'I ( j'IX ,( X "IX XA 
AG FGGAGGTTCCCAGGuTGGGI XjCCC TG(3CTCCTG'IT C'iGG* IX I ( i [ CCTCjATCTCX I TCAT 
CA I AA( < < ' IX j( • IX Fi IT 1 1 I I < X jC rl G AAC I ACCCTGTATATC AA< jAAXT XT TAA I [ AGAAAAX" 

50 II IX A ( i< j(;AA( A I ( jA( ( 'TACAAG'I GGAA I ACAAGGA i AG AAACA I AC FA I I It. C (AA luXI' 
G \AACTGGTC A TCTGGTCAA FI C< [TT Y KXTGX TTTXC IXGG I CTC A ATTA 'I GCTGT TAA'FT A 
A I TCTCTX XAGC } AGCiCA I "ACTCACiAGAA TGC AGCACAACGGGCAC AGCCTGC AGGACCCCA 
GC \CCCAi jCjC TCACACi XAt XAGlTCTGA AGTCCGTCAT CTO' TTCCT tl'ATTCTTTATGCTCTG 
I( x "IT 1 ( ; 1 GT'C C. CTGATCATTX iA I Gi X ( ,t A A A A IT T A X i ' I X ( A ! <. ,< ' At TA A'7G A*2TTTTACTG 

55 < AX A IX X .« 'AAA I FGt A' j 1 X I A( X T G 1 1 ,( A I AT* "TX } I CX' A IX ( X I I C \ T CCTCAT CTTCAGC A 

,\c<:"fcaagcttcx}aa(jCGtx } tt ctx x xaacx::txx(XtxjTtxxttxj( gca \( jGgc iCttctgggtggc 
g'tact ( s e q ii) nx"): 1~» 



"4- 



HT2R71 Co nc eptual Translation (BA C' A C0732()4 ) (SEP ID NO IN) 

XlO XAF l AM A I I I ; SI.I SITA iIAA\'( ,FT\T \T.( ,R FAV I RY( jR I T P RDM I F FKG ASR F ( T .QIA"< i T VI 1 

5 nfyysaqka'fysc it ilgrqffhliiwhfi nsa i i ; \v| ; ( "swtsx'i pc \'k [a n iii is tft avi .kavrfp< i 
\\ x pwitkt oxttsftittt i fwx'n ypx'yqfflirkfs< iwitvkwn'i rtf tyyfpsrfkxt wsi pp s 
xtta sfxiit insij^kh forxiqhnghsfgdpsi^^^^^^ 

QNKFYXVPWQFAV'YlA KSX'HPPTI IFSNFKIT^SYFSQIJXFARGFXVYA (SFQ ID AO: IS) 

1 0 HT 2R75 Fu l l-Lenuth c DNA (SEC) ID NO: 19) 

A H j A I\AACTTT'lCTGCCc "AIVATT I I TT< ( All ( TA A FAG FGG FT A< "A T F I G I G A IK .(i \A.\ 
FTTTGCTAATGGCTTCATAGCA TTGGTAAAT I ( ( A I T « T A G T G G T ' F C A A G A G A C A A A A G A T C 
FCTT TFGCTGACCAAAF FCTCACTA TGTO FGGCAG TV K XAGAGTTT jG ITT AC TCTGGGTATT 

1 5 AG FA IT A A A TT G G T A T G C A ACT G A G TT ' ( }A ATCC VXGCTTT TAACAGT ATAG AAGTAA( TA ATT 
AC FGCTTACAA FGTCTGGGCAG TAA TC A ACT ATTTCAGCAACTGGC'I TGC F ACTAGCCT OA 
GC AT A TTTTATTTGCTC A AG ATTGOAA ATTD TCCAX ACCTT AT TT I TC TTOACTTAA AGAGG 
AG AG FTAAGAGT GTTG 1 TC I GC FFGAT A< ;TA TTGGC iGC A" II T GC TAT T TT T GGT TTGTOA TCT 
TTTTGTGA I AAACATGAAFC AGAT 1 AT A TGGACAAAAGAA TAT G AAGGA AACATG AGT T G 

20 GAAGATCAAACT GACiC TAG TijCAA TGTACC FT TCAAAT ACAACGCKXACC AFCCKAGCAAAA 
CTTA< FTTCKCTTt AACTCT GACCCT GAT A TC TTT I C TGCTGTT AATCTGTTCTCTGTGTAAAC 
AFOTCAA XAAG A TGCAGC TC 'CATGGCA \AG(jA FCT C AAGATCCC AGCAT GAAGGTCYAACA 
TAAAAGCTTTGCAAACTCVFGACCT CCTT CCTCT F GTTATGTGCCATTTACTT TCTGT C CA FA 
A FCA TGTCAGTT FGG AGT TT TGAGAGT ( ' TGG AA AAC XAACCT 'GTCTTCATGT TCTGCGAAC j 

25 i I A IK iC XT TCW K * I A I < A I I ( \A< < CAO( CATT'OaO C I (OA I TToGG< iAAA< AAGAAG< " I 
A A XGCAGACTT "I TCT "I TGAGTT TTG T GGCAToT GAC iCi TACTGGGTGAAAGGA* TAGAAGCCT 
IVAK IK A l AGiSI C ID NO: 1 ( 0 

HT2R75 Concept ual T ranslation (SEQ ID N O: 20 ) 

30 

MITFI. P1IFS1LIYV FPATGN FANGFIAFA 'NS I FWT -KRQKISFAI >QIF. T ALAYSRYGLL \VYL\ LNW 
YA FFFNPAFNSIFYRIT AYNX 'WA\T\T 1 FSWVFATSFSI FYLF KIANFSNLII I. HLKRRX'KSVA KYI 
IKGPFLFL YCHL FYINMNQIIWTKF YF'GNMT W KI K LRSAM YFSNTTXTIF ANLXTFTFT I .ISF LL 
LICSLCKI ILKIvMOLHGK* CSQDPSMKXT 1 1 K ALQ IA' FSI I T TKAIYP LS II MSYWSF F SLFNKPXT 
35 MFCKXIAPSYPS DIPFIFIW 'GNKKLKQTTL SXT WT IX'R YW XKGFKPSSS t SEQ ID NO: 20} 

hT2R59 Pscudoncne ( BAC AC 01S630) (SEQ ID NO: 21 ) 

ATGGTATATTTTOTGCT< AXTC A TTTT A F< 'AA TTCTGGTAGTGT TTGCATTTG F TCTTC iGAAA 
40 TTTTT CCAATG( iCTTCAl AGC TCTAC FIA AA FG FCAT FGACTGGGTTA AGAOACGAA AGATC 
T < '( "FCAXC i< "IA j A< '( AAA D G FO XCT( iv' IC. F (T ( j I G G T C 'F O C .-X ( j A A TT ( j C j FT FACTi7TGG("iTCA"F 
ATTATTACATT< iGiTAToOAAAlTTICi I F I AATTC AGOF I TATAl AG'F F<K\< iAA( FI A( i( i.XG< " I 
G F TG<TT< ""FAATATCT<::"AGC'AA 1 A A IC AACCA I riT^\(.jCATC1'(Xi<:'F'r<"jC''FCi(.TAGC"(:T<:A(j 
CAT A 1 'TTTATT'l GC TCA ACTA ITGCC A AT IKK YA ACC1 T AIT I TT CO CCAC'C'IA A A( } AAC ] A 
45 GAA'F FACKj ACiTGTTGT TC I ( j( "j K FX I AC "IT i'FTX .GO FCCKF I GOT AT KIT I ( j A I F I( i I A A I < IF 

< i< FG I« iA FAAO; ATGGXTG AC AC FIX . F( FIT K .J AG A A A A( jA AT XI CiAA( K . A X A T< FIT i AC I "FCK i 
A A' jA I'OAAAT'PjAGGAA FCjCAA TA( AC( T IK 'AAA' ' IK i AG FG F AA( ;( " XOAC FA(j( A AAC '(' 
FCAT ACCV FTOAriCTG ACCCTAA FA K III TT( "K iC Fo I "TAATCTG'FT C TC T ( GOAT A A AC'AT 
OK AAGAAGAT GCAGC FCCA F( "i( A AAGGATC T'CAAGA FC FCAGCACV/A AGCTT CCA^'ATA 

50 AA AGCT TTGCAAACTG I GATT TCCT I CC FCAT GT FA I A FGCCAT T TACT TT CTGTATC T AAA T 
CAGAAT T AAVOTGGAATCTTTGAAGACAC ICAACiAACAA AC'FTGTA'F'FCCTC K 'TTTGCCAAACT 

< T TT jGAATCATGTATCC T I'CA TTC X'AC'Yr AT 'TCTT ■("CTCTATTATGGGAAGCAfK iAAAC' FAA 
A ACAGACG TTTC'FTTCAGTTT TAT i FCAGC TFC AC AX FGGTT AGTGAAAGj( ,ACAX( KAAACCCTC 
AACTCCA'FAC} iSFQ ID NO; 2 \ » 

55 



# # 

hT2R<V ) Psen doucnc ( BAC AC't) 1 S( ) 30) (ShO IP NO : 22) 

A I ( iATA K i ITT l'( ' I'( i( T( A 1 ( A I I ! i A I ( A A I I ( "Ft j( i I'A( i I G 1 I 1 ( ,( "A 1 I I G I i ( II ( ,( ,.\.\.\ 
! ( ,TT(i( ( "A A K i( * II ( 'A Y.V Y< "FA< > Y A< .( ; I G I ('( ' I T< iA< i I ( ,( i< ,11 A A' jA( A('AA.\A< .A A 
5 1 c A .' ( AC it ' Ft }M V AAA I IT < ' I < At TGC I ( " F< i( TFGC iTGTCCAC i A( i I T< i< i I I I A( I ( T< i( i< , I t " 
A T ATT ATT A ( A ITG< TA TGC A AC T( i TGTTT A A T FT( j( iC I T< AC A FAGA IT AC; AA( VY AAG A A 
TTTTK .G 1 TC FAA TG I C I CA( -CAA TAACCA AGOAT T IV \GOAT < "I GGGT (TF TAC FAG< 'CT< 'A 
( j< A I A nil A 1 IK i ( F< AAi j A( T( ,( ( A. A I 1 I< "F< T AA« < " II A I TIT F< FC'c A< '( "FAAAC i A A A 
AGGATTAAGAATG FT G G T TT G G T G A T < i C I Ci I T< i» }< . ~j G O < C T T G < T AT T TTTCATTTGTAA TC 
10 TT< jCTCTGAT AACCAXCGGGTGAGAGTGTGTt KiA(CV\AAGAAT ATGAAGGAAATTTGT'CT Y 

ggatgatcaaattgaggaatgcaa tacagc fttca aa< ttgaotg i aaccatgccagcaa 
acgtcacaccctgcac; tctgacactaatatc t ft tctgctgttaatctattc fccatgtaaa 
c a t g t c a a g a a g a 1 xx a \ g c t c caa t g g o a a a g g a t c t c a a c a t c f c , \ g c a c c ' a a g g t g c /\ c 
ataaaagct fi gc aaactgtgatctccttcct tatgttatttgcca "i ttact ftctgtgtcf 

15 AATCACA rCAACI" TOCtA A FCCTAGGAC TT\aGCAGAGCAAACTTGTATTGOTGCTTTACCAA 
ACTC TTGGA I FCA TG TATA TT TTGTTCOACTOATTC: AT( CT( iAC 1 AT GGGAAG TAGGAAC ]< 7C 
AAAACAGAC C I T TOT TTCAGCTTT GTGA i SHO ID NO: 22) 

mT2R3 3 Ful l-L emzth cDN A (BAC A C020619) (SEP ID N O: 23 ) 
20 ' " 

A F< TACO TGCCCTTTCC CAM TOTAT "I TA FCACA TGGTCAXTOATGAOAGCAGAGTTlTrTCATCGG 
GACFACAG FGAATGGAT TCCT T'A FCAT TGTGAACT GO ATGA< TTGTTCAAt TAGCCGAAC G 
TTCCTGATCCTCKAAGACOCTCFTGATGTC^ 

TG<"T(\A IGA<( VAAAdTlT'K T(T(, TG r TC "IT TOGA TACTCTTAT < jAG( jA AA ATAT TTAT 
25 AG I F< A< iATA FA \ Id 1 "I CG IT TGGATGTTCITCAG<:TCGA 'IT'GGCC FCT GGTTTGCCACATG 
TOTCTC1 GTCT'IT T AG TC K C IA AAGA I FTC A< ;GC 1 "I'CAC TCCAC CCT GG TTT( TTTGGCTG A 
A A ITCAGAA Y Y TCA AAGC TC A I 'AT'I "I T GGC I GCT I < : TCGGC A( iCTTGC TC jGC ;C1 C rCTCjC"3(} 
i " \i "K iCAAC TG rGTGG ATCGAGG I Ac ,( ; I I T ( 'CC T TTAA'I"T( jA( iC iATGGC I A I'GTCCTGAGA 
AACGd'ACjG ACT AA AT CTA'I A(.iT AATGCCA AGCTAGTG AGAAAT AAT(3ACTT< .iCTCCTCA FC 
30 AACC TG A TCC TCC TG* T TCCCCTGT C TG T< YY Y'\ G K jATGTGCACCTC TA 1ATT FATT TG ITT C 
TGFTTACAAGCAGA I * jCACTG<!i ATG(3AAAG<"?< jAA'1 OTCACAAGOTGTC\AAGTGC(A\GAACC 
< iAACjC' 1 ( 'ATA I AAA F< i< AA I T A A ACT A A G TG A C A A ( A \ F'FCTTTTGTTTCTTTC iTTTCT'l'ACTT 
I GCT< 3CCTTCATG< TCAAATA 'HjACAT'I T AtjAATTCAAAT ACACTAAGT CATCACTTTCTTCGTG 
G rGA,\GGAAATCATGGCAGCATATCCCGC<:*jGCCACTCTGTCATAATCG FCTTGAGT'AACT 
35 CTAAGT'I"CAAAGAC'rTAl'TCA(;iGAGAATGAT(:-rGTCT A C AG A A G ( j A A G A G T G A (SEQ ID 
NO: 23) 

m T2R33 Conceptual Translation ( BAC AC020619) (SEP I D NO: 24) 

40 \nSPFPAIVHM\"IMT \IT : LI( ,TTVNGFUIVN< TTTTTISRT ITTLQITT MCTGI.SRL(}LQIMLMT 
gSI : FS\TrPVSVEI:NTVSSDlMI : \ \\AIFI ; SSIGI AXTAAT'C'LSX'I^X^.KISCjFTTMAVFIAVI^KITUSKLIF" 
WT LLGSLLASI.Cj FA F\'C I FAATFPI II: LX AA'I .RNAGI.N[')SN AKIA'KNNDLLLINLII.LLPLSVI : \'M 
CTSMI .F\'SI A'KHM FI WMQSHSI IK LSSAR'FF AHIN A I TCI A I T IT ; ( " FFAASVTAA A FM ANMTI ; RIP>'R 
SIIOITAA'KIT\IAA^1\AC;ITS\TI\ FSNSKI ; KDFFRR\1Ic;Ia x )KI;F (SEQ ID NO: 24) 

45 

While the foregoing detailed description has described several embodiments of 
the present invention, it is to be understood that the above description is illustrative 
only and not limiting of the disclosed invention. The invention is to be limited only 
by the claims which follow. 
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